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— (54) Title: INSULIN SECRETION CONTROLLING AGENTS 
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== (57) Abstract: Novel insulin secretion controlling agents are provided. It is found out that IgE-dependent histamine releasing factors 
(IgE-dependent HRFs) such as tumor-associated protein (TCTP) are controlling factors for insulin secreted from pancreatic £ cells. 
^= Substances inhibiting the effect of the IgE-dependent HRFs are useful as insulin secretion promoters and preventives and remedies 
== for diabetes, while the IgE-dependent HRFs or substances having the effect are useful as insulin secretion inhibitors. 
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^ k (tctp) ©i54i g E^#f*t ^ i/mmm* ( i g emhr 
5^ f) a*. tiz*^* u ^^mmwm^x^^^t^^m^tc 

m^m^m -mmmt^x. i gESffttHRFSfcittc^msft 

KtiJ^xV LTtffltfc5 0 
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(translationally controlled tumor protein p21 ; .SAT, TCTP p 2 1) 

i4 N # ^ e idL^jNBia^ e> itti^H^s ei©- o t lt, 1983 # 

Brawerman b £ o T |0 £> T 1^ ^ £ ftfc (tW^ay - • t/l" >-^tP v'- 
(Mol. Cell. Biol.). 3£3#, 1 1 9 7- 1 2 0 3), ^©t, Ehrlich ffi$BJ& 
J; «3 t hO^n^ (TCTP p 2 3 ) ^ 5£ £ (5?^ W y ^ • T V y 
K • Uf-—^ (Nucleic Acids Res.), Hi 6 2 3 5 0), * 23 J: TJ* t: h 
TCTP© cDNAIJ, 1988 1989 ^-K^tih^fl^ n — = ^ &tl1t ? 

W^^ ■7VyK- U f— 9=- (Nucleic Acids Res. ) . ®17| % 8367 ; 
?^W*/^ • Tv'y K ■ 3 (Nucleic Acids Res. ) , |16S, 2 3 5 

0) o 

T'CTPIJii (-T— * b (Yeast). 1994 #s |10|, Suppl A. S 6 3 
-68), W^^f^Hay-^M^ti^ (Plant. Mol. Biol.), 
1992 ^, |191 501-503) frh t h * T?iHb*:tt;fc-C## $ ftT V> 

(Electrophoresis). 1991 II 1 50 — 1 55). TCTPfi^lfl^Jt 

Ua — h -/Wtn^ (J. Leuk. Biol). 1995 ^ 15 71, 5 0 7 

-512; 5; X b U — • ^ Is? a (Biochem. Int. ) . 1989 

1,1191 2 7 7-2 8 6). ^©^ig^OVNTttfS t A, if 93 $ tVT 

V^V\ TCTP©^|li ( mRNA©5'-#iiR^i^ (untranslated 
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t 

region ;UTR) polypirimidine tract &r;fr Ltife?f U^jUX y 

hp— /V^frTfe D, in vitro ^f±mRNA©3'-UTR^I!HRSBt?©TC 

• '**{3rfr%lJA' • T# 9 (Biomed. Biochem. Acta), 1991 l5 0t, 
1193-1203 ; -fe/V • ^l^af-a^ — . /^^n • JJ ^ (Cell. 

Mol. Biol. Res. ) , 1994 l4 0i, 6 3 3-6 4 1), 

TCTPli, B&jfWJteEJtfMcfc-Sr^^V 1M K FF*fflJ&, !J w?Sc, iM^*5 

(Electrophoresis), 1997 ^ 1 8 ^, 150-155 ;xl/;? fn7^-l/ 
v'* (Electrophoresis), 1992 |l 3|, 992-1001 ha 
~7ir^^^ (Electrophoresis), 1992 II 3i> 8 9 3- 9 5 9), 1995^ 
\Z MacDonald g> fi, t f^tttU9 3 7 0>Jft£-h?ft*> E> I gE#^ET^$f^ 
SJfc^b?) t 5 X^ttJ^r-CS^S^- (histamine releasing factor ; HRF) 
Sr^J^Lfc (t>fxy^ (Science), 1995 §2 6 9# s 6 8 8-6 9 0), 

r^H^tet hTCTPp23 tl^-ieftfcSri^MU r<S>fctf>TC 

lt, -o^v ^mm. <iis*v ^^mmmm. << y ^ 
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1) l^»©j8^P^I&^4TCTPS^^a53SmbTV^5^i: B 

2) M±&fflte-rz>k, o. 5~ii^ra»p*fc#»-eoTCTP03Ba*^iP 
4) M I N 6Mimto ^oyi&MWv^'f^^i/^Sifc}) ^^\f±> h TC 

TKtt-tzvcte. ®i g E^^t^^^^mE^^m^n^j^K. ®ue 

C4) I gE^^t^^^^yjH^il^M^&KT^S^ [l] *S~fg 
[3] Jlov^n^^ia^^], 

C5) i g E^^ft t ^ ^ ^ y&tiis^ ^inii 6i p 2 l, mmmmms 

f p 2 3 ^fcteflMMM&Hp 2 6-ChZ>m CD *~f& C3] ^COVN-fH^ 
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[73 WtfeK*. ^h-v^ T ^p-^ N 

mmfiLfc, &mmmm. ^m^m, mm^tn-fwrn^^^ 

[83 ntfLftW^LT, i g E#c#f£t;** ^&m@^(Dtf^£P&*i-5^ 
[10] "t?L«J^l^^U-C, I g E#c#t£t** § ^^WB^^^ffl^rPl^-rs 

[123 -r^^y ^^^MJ^^iti-s/cfew i g E^#tit^^ $i/^ttiia 

[i 33 -c>*v >-frw*i£KMmirzmm<D^m'f£mm*mm-tz>tc#><D i 

[143 wt^s^ 7->k— mmmwm. 

mmmmmm, m^^m, ^mmwm, femmm. mmm-£tz.i±itm'>m<D^ 
® • ^mn^mm-t^>tz.t>(D i g E^^t** $ ^mm^^m^um-r^ 

[l 53 mwm<o^Ps • ?^^J^M5t^5/ci?)0 I g Eft#ttt7^5yM 

[163 i gE«k^? ^>-mmm*&tcte*:<Dftm*#'tz>®mz^mis 
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ci 7] i g EMftt^^? ^^mmm^vwmzm-tzvom&Q) i g e^^ 
c i 6 ) m.^M<Dm, 

[18] I g Etfc^tefc** ^^fflHT-^M^M^Sea-efoS^ [16] 3S 
£fctel£ [17] 3«lB*©»i. 

(i9) i gEMttt^^^tas^^iiiiiseip 2 i. ®*Biis^ 
[2 0] y ^mmiftmK&mir zm&iD^® • f^^j^fcs^ (hi 

[2 1] JlEiSiu iSfl&JiiL^ 2lf^ N iibiftLjBE, 3^m^#^i*«> $t 

^Tu/u^-^frte4is*v ;-^<d^®5 • mmmx»ibz>m [i6i « 

[2 2] h*?L1{jW-*J-L-C, I g E#c#t£t^ 5 ^j&mH^fcte-ecDflHfflSr 
[2 3] fft?L»)^^*f UT> i g Eft^ttt^^ 5:^«cmH^^fctt^<Df^ffi^ 

{gifajs^ KifiLjE, j^wei^. mmm^m, m^mmmm, >^ 
[2 4] -o-^ v ^mmfrB^mm-tzmm^ffi • ^^ij^Mit-r^fc*(D i 

[2 5] ffifflu Sflgi&L3£, 2mWmm. (Sik^, i^ifoJE, It 
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[2 6] I g Etf^tefc** 5 ^Wcmm^iSkXf (£fcte) IgE»X^ 

[2 7] I g Et#tttx^^yMia-f^3-Kt5DNAi3 4:tJ« effete) 

[2 8] I g E#c#i4t** 5 ^ftH^&itf (£fcf*) I gEft#ttt^^ 

[2 9] I g Eft#ttt 5 y&fflH^^^— K*f5DNAjo it) 5 

[3 0] % [2 6] ^fcttlS [2 7] 35IB«(D^^ y -^>-^^-&^fcf±^ 

[2 8] JS£fcii$fi [2 9] Jiiamo^^ y--^^ffi^5/ Y^m^xm^n 1 ? 
[31] & [2 6] ^^fctt^ [27] «fa^©^^ y --i/?~j>&-&fr\*m 

[2 8] Jj^fcfifg [2 9] «|3^<7)^^ y — ^>-^ffl=^5/ h^rfflV^T#b^5 

[32] -r>-^y >-^pa5^jTfe5^ [3i] JiiEife^isi^ 

[3 3] ^iffiW^ • ?^^JX*fe6^ [3 1] ^|2«(Dg^ 

[3 4] nffLWj^^^b-c, i [26] Ji^fcfim [27] 35ia«©^^y-^ 
^^^tfcfi^ [28] ^sfett^ [29] mmmoxf v-~>-ym*v v 

[35] ni^«i#/^^b-c, i (26) m&tcnm [27] *iB«co^^y-= 

>^i**fc{^ [2 8] JS^fcfifg [2 9] ^ia«©^^ b 
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[3 7] i *^%cmm*teMi-z>i7Lfc*m^z>z tzmmt-t 

[3 8] I g Efe#i4t^^ ^HcWSf^n- KfSDNASrtft^r b* 

[3 9] I g E#c#t£fc =• ^WH^Sr=i- KfSDNA^V^ Z.t?tm 

[4 0] I g E^fe#'t4t^^5>'^Wia^(O^^S^^j2 lkDa~26kDa 
-Cfe^B [1] IS [2] ^fctefg Cl 6] 3gfBite<Z>#k 

[4i] i g E^#^t^^ $ ^%cMm*i>K (Dmmmmm&mp 2 1 % mis 

SSSfp 2 3£fcfiM8lgg£l©P 2 6©7 5y»E^ ©MM5IS6® 
P 2 1 N liiSlgf p 2 3 JjfcfiMMiSSSKp 2 6©7 5 y^IE^tf? 
l*fcf±2{[g^Ji (0*L<(i. l~3 0fimft. i^tt<l4l~9fitt 

$e.^L<i4ti (i~5«)) <dt swt&%L£:^frT $ sm&m, ©IB 
iiisieip 2 1 s mmm&m&wp 2 3 ^fciiMiHiSsewp 26©r^ 

SWBMK 1 Hcfcfi2^£Ui (0* L< ft, l~3 0ig$, J: 9 £f £ L < fi 1 
~10fig$, $b^*U<f4«tffl (l~5l@)) OT?/»3&S#JBUfcT5 
/iE?B, (DlWlgfp 2 1. MHm&Kp 2 3£ft:ttl!lftH%£& 

Ip 2 6<DT 5 y^ifi^J^CD Ufc{4 2|g«± b< fit, 1-3 0|@e^ 

±^SL<lil~lOfig^ L< fitffcffl (l~5fi)) OT5:y 

$ytE5ij^tt5seitfc5i [1] js> m [2] Ji^fcfitsg tie] « 

[4 2] (i) lgE{fe#ttt^^5yM^tM^i:lrS«j!Hfci 

^i, (ii) 1 g E^#ttt^^ ^ isfcmm*t*<D&®ft&£xm9ttt,&tok 
*&Mz*ttiM&b<Dttm&ftt£5 ^.b^mmt-ir^m C26] mmmox?}) 
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C4 3] ( i ) 8f*Lfc. I g E#c#1£t*^ 5; >%tmm+$: I g Efife#ttt 

C4 4] ( i ) WML-tz I g E#c#t£t;** ^ l/ttcmm*& I g Efe#ttt 

E^ttt^^^ficWi^i I gE^#ttt^^5^tHH^^«t(59^ 

C4 5] ( i ) ^bfc I g E0t#t£t:^ 5 ^mH^^r I g E#:#t£t 
=• ^^ttiH^g:^^^^W-t-5*fflllS<D!m®^^^^ii:fc^^i: s (ii) ^li b 
7c I g Eflt^ttk ^ ^^m@^*5J;t>*^^#3^r I gE|c#ttt7^5y 

g Eflc#tt t ^ * 5 y^tiiH^roiMt^tsit^flrSIS U ^ £ 

*®'&b-tz> i g EMtttx^>;«H^i I gEMt^^ ^Wcm® 

[46] (i) i g E#t#i£t;** ^ ^mmm^^^mt-r^^-a-m^ i 
(n) i g E^#t±t^^ § >-i&mm^®fc*mmb^ xunrnt 

8 



\yO 02/22170 



PCT/JPOl/07816 



u &m-tz>^k%mmt-fz> i s E#c#t£t** ^ ^mm^t i g e^#^ 
[473 i g E^ttt^^ ^ ytwa^^^wtsM^, mmm 

[46] ^lam^^^y— ^>-^3rife, 

[4 8] £ [4 2] JS~ff| [4 7] Ig&MV*? U- = y^feT#bH5 5 I 

[49] sg [4 2] js~sg [47] mmv*? y~--i/yjjmx*ntbtio s i 
[50] (i) i g E#c#*£t** 5 ^wia^s^^^^ttYb-ra^^^^ 

y ^M^^^^^^fe^i, (ii) I g E<£#t£fc** 5 yfttHHf 

[5 1] (i) «?L»^®M^ ©^tf>»§§ (flk BMk 
iitfc»ft (M, yy^/WNy^i) t>L<fi*M (M, WHAM. MIN 
6®BJfe) ^fc« (ii) Kmfe&m^tiinZT CT P £fct3:T CT Pgtfr©m 

[5 2] b [5 o] m&tctem [5 i] jsiatt©^^ y--v^^-e#e>tL7 

[53] m [so] «£fctefg [51] ^ia«<D^^ y-~y^Mre#ibfrL9 
5^fy^y y^iifeimLt45^ ^*y ^5H&n®5£ij (tctp £fc 

f±T C T PS^^m^^b^Mb^Sr-afrk 
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C54] I gEMttt^^^W^l^n^^ tt4ftffi£J:tfaEMMk 
tt#*sJ;tFaWfls*n/t i g E * ^ttWH^^-f-sttfri^RB* 

[5 6] -r^y C5 4] JSifefcteH ess] m 

BlW\ (A), 7 y Y (B) ttXlt^SU^ry h (C) 0^lT'©T 

CTP p2 1iai©»^TCTP p 2 l^l:fflV^c!>x^^y7'n^ 

0 2r± % v<?7iffiiai-eoTCTP p 2 i feit>v>-^ y 

i3(i, ^jwau^#^©i»is m&?i*3£xfi#m±m ^tct p 

04te, S^^^-^T (2 5mM^a^) *5 itMS^/l'a— *T (2. 
8 mM^Vn^x) -C 1 0 nM(Dj ]} ^SrM I N 6 SMS lC Ssitl U BB&fcfD 
TCTP' p 2 llSSiO^t^!?^?^ 5/ hfe(31«fc 5 ^B#f$t£H-<fc 

(2. 8mM^n-7), Cfiffi^/Va— *T (2. 8mM^3-^) CDlg- 
H6tt, ^tS«Ifrbfc^?;*tf>« (A) % g$NK (B) *3J:tMffl» (C) T'O 

tctp p 2 1 m&WR&z^x? ^zfx2 y bfeT'mtif&H^^tcmm&TF-to 
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TCTP p 2 lS^KolS^.^/^SrP^/tJt^Sr^Vo 
0) biktit (&m) tfcltSTCTP p 2 l*©SEfls«rll-<fe«f*«r*-r. 
(q&H) i:fe(t5TCTP p 2 1 4<B3Effc£rW-*fcij£*&^-t- 0 

y y^fei^Jiift^^tS ynyt'fyMCTP p2l ©Sbm&fHtfc 
KT— ^/^f±M*ift*Srift-^bfc^©SftmSr x rTCTPIillay 
ttyMCTP p 2 1 Sr&^-LfcBf ©2&*«:^i- 0 
Hi 1 2 MI N6W''J a^tr-^-V MCTP P 21 Sr«SJD bfc^^T 9 

B#©5»JH:&T> rTCTPIiJay^MCTP p 2 1 ^^ft tfci$WM 
£7Fl- 0 (h) tt^/V=s-^lRl*^<Z5^W«r^. 
01 3 {4. JJayift^HCTP p 2 1 SrM I N 6$BJ&l£»J _UfcBR<D*B 

fcB#cD^J^:% N r TCTPft!) \f-f- y MCTP p 2 1 teWM LfcB#(D$J 

bub:, tctp p 2 l&fflmmzxzjis^v >ftmm : gftm&m'<fz 

3*£*«r**1\ ^^-Ji^*-^£igALfc»Oft;^£, TCTPttTC 

tp p 2 1 £i©pj3§m£i£fcM<7^ji!:&^i-o iitt^3-^iis^> m 

El 15 &MQ%<oi?t7 x<Djkm "POT c T P p 2 l u^<sv%mj£Vtcffi%z 

&7F-To Normal chow te7kat7K£r 4 31 M flfc zfc & ii: ^ !> * © % 2 wks high 
glucose fit — *7k& 2 ilfTOTk $ <? X <D S 4 wks high glucose 

016tt N lOfc^/l^ — 4 I^*$*fc-7»>^tTCTP p 2 1 cp 
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%H<z>l$*llftR£ 

I gE^ttt^^^^ttWBg^ (IgEftffttHRF) £LTfi, Mitfs 
"ifLK* fc K WyK 7yK 

gEftffttHRF, gEftWRF, I gE{fe#ttHRFt»f,l 

3tStL5*atfe^Ml g E^ttHRFft^tfS^V^t^o I g Effe#ttHR F O 
^Sfi. iRH-PS^fr&V^, 0JM21kDa~^3OkDa, 0£U< 
{±3$ 2 1 k D a~5j$2 6kDa, 4t^0^ b < ttW 2 6 kD a 

i gEMHRFHtfi, mmmmm&w (jjtf\ tctp) 

p21 (*V^a7- • -fe/W • /^^^-n v 5 — (Mol. Cell. Biol.),il3# N 1 
197-1203), TCTP p23 (^^ Ws»^ ' 7*/y H' P ^ 
(Nucleic Acids Res. ), % 1 6#, 2350), TCTP p26 (^E-Vdf-a.^ 
— • ■ & a v»— (Mol. Cell. Biol. ) , |fl 3 #, 1197-1203) 

^HbTCTP p21 (^.XfKk TCTP p23 (tMO, TCTP 

P 26 (^vxm te4k%iWK-?h v ) . &fc£:%i<Dj3m&m^xMT&irz>zk& 

(Nucleic Acids Res.), |17i, 8 3 6 7*5 < tt>*^i? W y 9 • 7*/y K • 
(Nucleic Acids Res.), ^ 1 6 #, 2 3 5 0 JC-tiL-^HIBtfc £ frfc c 
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JLtti^frbSXfc^ 5 I g EMttHR F fetffifS r ^T'# 5„ 

life, I gE^#ttHRF(±, TCTP p 2 1 % T C T P p 2 3 £ fc t±T C 

tp p 2 6 ©7^ y ^ib^ii <h i^— t> b< (^i^ti^-<D7 5 y^ia?'J&-^ 
tssesx'fcoT'b <tv\ tctp p 2 i <75T5 y^Ma^j«ia^j#-^ : ITS 

TCTP p 2 3 ©7 ^ 7 iE5!!li^J#f : 2 t\ T C T P p2 6«7?/t 

TCTP p21 s TCTP p2 3tfciiTCTP p 2 6 ©7 5 / ^IB^IJ i: 
mWMfcm — (OT 5 /^IB?!I£: LTtt. MtU^ TCTP p2 1, TCTP p 
23* fete TCTP p26<DT5: S ^WZPl tm 5 0 %J£A_b, L< »J» 6 

0°M±^ ii)j?tL<|j:|>i7 0%K±, £ b^^f^ U< itms 0%^Ji N 

TCTP p21 4 TCTP p23ffcftTCTP p 2 6©7§/ ^IB^U i: 
^I^^I^-©7$/WJ^tt5ieSfcLTl4, #J;ite\ TCTP p 
2 1. TCTP p2 3lfcftTCTP p 2 6 (DT ^ J t^W&0^Wi~<D 
T ^ /mWM^^^V, TCTP p21, TCTP p2 3tfcftTCTP p 

2 6 tmmm^mm^m^^-t^m&n^t^m^ uv\, 

TCTP p21 s TCTP p 2 3JfctiTCTP p2 6^SWCI^®© 

y ^5mMft<t*<^tfe^ifO^ (Ms ^jo. oi~ioo^ $?^L<f4 

mo. 5~20§, J; «3$f £ L< «j^0. 5~2{g) -efc^r kl!)W§i LV^ N 

£fc, I g Eft#ftHRF|i, (DTCTP p 2 1, TCTP P 2 3^7citeT 
CTP p 2 6 <DT 5 /^fB^Jtco 1 £fcte 2fl§J^_h (£P£ L< fi, l~30fl 
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gg> <£ V b < fi 1 ~ l 0 ti&MBE^ £ £>fc:£F* L< tt&fi (l~5j@)) <£> 

75/^3^&b7t7 5 /^gfi^k (Dtctp P 2i N tctp p2 3tfcii 

TCTP p 2 6 ©75 y^BE^-IlC 1 3;fcte2l®£X± (#£ b< ft, l~30i® 
ig^, i!?^L<lil~10flgS, £ bH:0*L< ttStfa (l~5fl§)) <Z) 

75 sm&HUavfrT 5 y^sa^J> ©tctp p 2 i n tctp p2 3tfc» 

TCTP p 2 6 07 5 /mW,M^<D 1 ^fc(i2^£/._h ($f^ b< f± x 1 — 30 
^a^s i^tt<ttl~10fig^ £ bfc#£L< Wti&fi (l~5fi)) 

t>*yt 7 5 y ^la^ij £^ m-r z> s e Kx $> o x t £ v \ 

I gE^HRFIi, ^^KaiBO««^t*oX, fe«&#N;fc«a (7 5/ 
*«k 3&«8aSC5fc$B (*/U#^V/l^5|cJi) X£>5o TCTP p21, TCTP 
p 2 3ffcftTCTP p 2 6 £rtt C*6 tf5 I g Eft^ttHR Ff± x CjfeJSaS 

#A'tf*i/jU£ (-COOH), jfr/Ufff^fS'l M-COCTk 75 K (-CO 

NH 2 ) ^fcte^^TVWORixXfcoXk J;V\ 

I g E»#ttHRFO«BJ^^ Kt Ltll SulBUfc I g EftffttHRF© 
WC\ I gEfe#fiHRF^lWl^l©ffitt^ft5t)©^J 

#1£HR F SriS^ IfXijOHrTS r i: fc«k ^xW&lrZ - £ ^T*t 

^7fK©^jSfei:LTtt, Bffi£i£i£. $fctl^j£ife©Vvf e *Uc;«fcoX 

1>&V\, i-fcfc>"b % IgEft#ttHRFSrf^U#5^T7 t Kt)t<(i7 5 

iiia"? B&jtv^y^ K&igjt-t-s rims, ^^oji^ife^tis© 

<X>M. Bodanszky & J; 0 M. A. Ondetti „ ^7^K (Peptide 

14 
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Synthesis), Interscience Publishers, New York (1966^) 

©Schroeder & J; l£ Luebke^ if ^7 p ^ L K(The Peptide), Academic Press, 
New York (1965 

(D^sit^ftiL, ^^F&j&ommtmm, %mm) (1975^) 

(1977 ^) 

#6>fLfe#^tt, ^o^fJ;oti|ft:|;»t5 r. £ 25X# 5„ 

TCTP p21, TCTP p2 3lfcttTCTP p 2 6 S: « C £> £ ~t 5 I 

ttHRFlra-Kt5tSE?IJ (DNAffcftRNA, b < ttD N A) 

IgEMttHRF^n-mDNA, mRNAf ©RNAT'feO, ~&m.T* 

AtfcliDNA : RNAO^^!) y Ktt ±V\ — &m<Dm&te, ir>-^0 

x**>oxt>«fcv\, 

mwtm&mn mpcRtt^mmi 15 (7). 1 9 9 7m^<D%W:&frt±*: 

^^SpCfc^fe^ct 9 „ I gEftffttHRFCmRNA^ItSitm^o 
I g EftSttHRF^n - KtSDNAt LXI2, BLfxfcLfc I g E«HR 

f Sr = — Ki- s J£*@a?iJ «r-£^rf 5 1> © t? s>n v > >& 5 % © -e *> o x t> «t v \ 

^/ADNA, y/ADNA^T*?!)- MIB bTc^BHa • M^ft c 
DNA, Hiffabfc^lfla • fi«W©c DNA7-f^7 V ~ . ^DNAO^fJl 

x*> iv\ 

15 
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total RNA*fcttmRNAPI^S:B»Ltt>©^f V^tiljg Reverse 
Transcriptase Polymerase Chain Reaction (UTs RT-PCRfeil&tt5) ' 

Afr#H-te, TCTP p 2 lSra-KtSDNAi:Utf±s WttfEJBS 

i-SittlE^JSr^WU TCTP p2Ui»»gtt^tt5^f 
K*a^Kt5DNAft if "C fotit£i*!ti<D h <D 1? 1> J: v\ 

k ffi 7 0 %JKJt N ^tL<l4D80 %£LL. £ 9 0* U < tiffy 9 0 %^_L, $ b 

TCTP p2 3*3-mDNAi:Lm m%-t£ttft&* : 5 
tfU TCTP p 2 3 t^f 6<]tPf ogtt^ttS^f K^n- Ft5 

y *VX-C#5*MBa?iJ£ Lt», 09*.«. EMIf : 5-C*t>$HS-«fcSiB?!I 
ift7 0%et±s b< fi^j8 o%£JLh, ± 5 0 -k b < ttffi 9 0 %J^_h, £b 

TCTP p2 6*3-Kt5DNAiUtt, ^JxJ3BB?!J1l-5§- : 6f^$ 

TCTP p 2 6 iHIWi^f ©ffitt^f t5^7°f K^a - Ft5 
D N A tt k* Xfofhtl mtKO h <DX* h =t \\ 

y y-r xx~%zmmmnk fjtit e ataxia?!! 

i:|)7 0%Pji±, £f;£L<te^8 0%£*±, J; "9 & * b < te&J 9 0%£i_h, £k 

16 



\yO 02/22170 



PCT/JP01/07816 



fc£ s ^U^r^?— • ?X2 — ~>-J? (Molecular Cloning) 2nd (J. Sarabrook et 
al., Cold Spring Harbor Lab. Press, 1989) \Z%&1fc<Djjfete if^tfco Xfttj: D 

M % »*U< 9~2 0 mMt\ 5 0 — 7 0°C. L< ttJjS 6 0 

~6 5"COft#«r*-f. #^ t F U 1 9 mMtj&ft^ 6 5 

(i) E5»J#-!§- : lt**i3^^575/SliE^^tt5TCTP p 2 1 fca — 
KtSDNAt LTIi. : 4 T*^^$^5^SSa^I«r^#i-<5 D N 

(ii) : 2t^$tl57 5y^J^ft5TCTP p2 3£r=i- 
KtSDNAi: Utt, SB^J#-^ : 5 -et^^Ji5«SS?iJ^f t^DNA^ 

(iii) gd?lJ#-5§- : 3t^^^^575yiiB?iJ^lit§TCTP p2 6^r^ 
-KtSDNAttm 12^IJ#-^: 6-C^^5l»JMt5DNA 

I g Eft#tHRF©^^f K^ = -Kt5DNAf: tttt, BU^bfc. I 

AMBLfc»U& • M^S^O c DNA. iiulS Lfc$BJ& • JM£*tf> c DNA7^f/ 
— . ^DNA©V^T'feJ;V\ . 
Mcfcma^ TCTP p 2 l (DUft^zff- KSr = — KtSDNAi: b-Ctt, 

hft&ftTx-^'Cfy x~tz>m.m%&w*'£m^ tctp P 2u^ 

17 
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Kmm.<Dm&&1%1r%'<Zf'7- K&=*- Ki"5 DNA©»#:>&2£ia^ DN 
TCTP p 2 3 (DUft^y?* KSr = ~ KtSDNAi Ltft, fllfcrfs SB^J 

^:/y y^x-rsmsia^jsr^u tctp p 2 3 trnw^mn^m^ 

K^3-Kt5DNAOM^I^Sa^^tt5DNA^^v^f, 

TCTP p 2 6 ©KlS^^f - K* a - Kt 5 D N A i Lt tt, SB?!! 
: 6X^^$n^^Sia^J^-^^-rSDNAO|f|5^Sia^J^^-f-5DNA, 

y^x-rz&immm&ttVs tctp P 2 6^swi^i®» 

^S^^KSra — K-TSDNA(D|fP^SiH^J^*-i-SDNA^<lf^^v^b 

>^^pa«^ffl fcurgaft ic * fc wiregi w ^ l#5 tiST«fctitf, mz mm £ 

*bfcv\, ftfl&Bjlctt. I gEft^ttHRFOffiSrliftSftSiUB:, Ig 
EMHRFC^/y^i-^h, I g E^#ttHRF|C^f5^ I 
gEft#teHRF<0#^#llW4&H. I gEfe#ftHRFS:^t5|)f, IgE 
^#^HRF<D^Srffiii-r5#jS^^© I g E|S#ttHRF©^itfciiM 

I g E|#ttHRF©»Ty^=X Sift, I g Eft#ttHRF©S^ 
ftCi^LT, I g EKc#ltHRFi I g EftWRF^^^II* 
I g E##t£HRF<^/B&^LftV^«£VH\ ^£g#J«fo 5 VMi# 

5fe m £ s if mm w <o x*h o -c t> «t v \ 
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I gEMttHRFl'tt5^iU-Cfi, I gEMttHRFtMt5*°!J 
(a) *y^D^t/«14»©M 

foikm <? (o^^m<om^\ts mmti g e^#*£hrf t^ikm 

(Nature), 2 5 6f, 4 9 51 (1 9 7 5^)) t^V^ltSr 
fctfS-C#5 0 Sill-a-ffiii^Ji: LTf* N *5xfv^p 3 w^ (PEG) 

#®MJIS£: LTtt, NS-1, P3U1, S P 2 / 0 * if 3S#rf 

P3ui^fftu<fflv^jis e ^v^b^s^s^M (Misaa) 

tit MliM^ LV^tti$ii 1 : 1-2 0 : liltfc^ PEG ($f 

* l < pegiooo~peg600o) ^io~8o %g£©*£-eas;&n 

Six, &J2 0~4 0°C. »^ L < SI) 3 0 ~ 3 7 tX* 1-10 ^Fsl'f 
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»w^©t^ % fc~?vx$Li&yu-7y >ftm*m^t>fr&) ^ti^n^ 

&v\ 1~2 0% N ^tKlil 0~2 0%©4 : M«^tfRPM 

i 1 6 4 0^1, i~i o%<D*m!%tfa.m&^&G i rmm m^nm^m 
(80) ^tcn^^yv v—^mmmmshLmmm (sfm-ioi, n*mm 

(80) ftif&JBV^w t^-e#5 0 ii^2 0~4 0^C, £fl£L< 

XhZ> 0 il^5%^^^f^TT-ff^5 - b&X%5 0 ^/C79 

(b) ^ey^o-t/^Mg 

mn$km8x, m, deae) (a^wm mm^m, 
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^ y t— laioii^ct^t y t— ^^^©a-a-ttwu ^ 

-fy-^l KM U *&(>. 1~2 0. »^U< «*9l~5©#|-a'-C*^$*«^ 

ii^2~6il#^im-ro x fH$3~l 0Eg*ffjfe5 r£35-c#5 0 

I gEMttHRF©M»Ii:l±, BulBUfcI g Efe#ftHR F <7)3§5L 
|#ttHRF mRNA©Mlif^ I gEft#ftHRF mRNACTO 

in, 1 g Efe#ttHRF©^P£*^®^if^v^b^ jy*^**. mm 

21 



WO 02/22170 PCT/JP01/07816 

Ufc I g Eft#ttHRF^3- Kt5DNAt^t57yf*y^DNA^ 

I g E»HRF^^ K^5DNAKlftttWt:fcf*2S«toteteffito&&S 
WM-£itn*:(D— a5^ft57m^DNAi: LTtt. I gE#c#t£HRF 

;frU RDNA©»3S*r«i«IU# J B^*:^r"t"S 1 bO"e*>tt^ VN-f^OT^^ 
tyXDNAt'fcott iv\ 

I g Eft«RF^3- K-f-SDNA»c*KWfcffi»«iJte*«5li:tts 09 
*Ltf % I g EftfttHRF^n - Ki-SDNAJC^MW^^K^J (i-j&*>-b. 

b< 1**5 8 0%^_h N i 0* L < fiJ^J 9 0 %&,±s b< f*&!9 

srofitJiOtBl^tiSr^ri-S^iB^l^^^jfcif £>ft5o WtC IgEft#ttHR 

F£r=i — K^5DNA©ffi*l*<D^:tt£BB?!I5 *>. I gEft#ttHRF©N*S 

ffiii^7 0%Bl±, iff L<ft»8 0%^±, J;i50tL<^9O%g±, 
ft<blftL<[±»9 5%£tJiOffilRH4SrW-r5T^-fe^DNA36S0ia-e*>5o 
r-ftbOT^-fc^^DNAWu ^fcODNA^fc^RfcifSr/BV^ftiaH - * - 

I g Eft#ttHRF^)|t5iIi: UT(i> IgEtlftHRF^ 

I g E|«c#ttHRF©^lrlit5Mtts I gEft#14HRF©f| (flk 

Kf±> I g E^#ttHRFO#ffl%Wf5ifeIi:LTIi, I g Efe#ttHRF© 
^ft;T=f=;*h (I gEf#ttHRFgftt>tf^5) *fcf4-fc*L«r=»—K-t- 
5DNA, I g E^#ttHRF<Z)-mffi^i#^f I g E|S#tt 

HRF<£>3§5l{)£i»IC> I g E##ttHRF<B##fcllJFrS*Rfc^3 s JBV , 'e> 

22 
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I gE«HRF©^7^^htlt I gEft#ttHRF©g» 

TP p21, TCTP p23, TCTP p 2 6 ^flSffl v^ h „ 

TCTP p21, TCTP p23 N TCTP p 2 6 if <£> I g E #c#t£H 

I g Eft#i4HRFOf^fflS:*83fi*fct±iEiSi-5«&lti: ttli, I g E^fe#14 

hrf^ y x^»ia#^**ia«w*fer±iRiSEW^ja3St*^:tt^-t-5 

fc£©^*r{Ej§1-5'»*t> IgEft#ttHRF^tt{bt5M> I gEft# 

&h r f (D^^m^rt z> mm. ft if &m if n z> 0 

I g E^#ttHRF<^^5a<Eii^«i:fi. HtflBLfc I g Eft#ftHRF©M 

^iii-6^K-efeH{^#^cps^:$tv^v^^ x #i>tf3:. i g E^#t£HR Fitte 

*<D%mMM*fom, I gEMHRFlfefO/n^-^^ttfktlSv Ig 
E«HRF mRNA£>3§3H£il4»s IgEft#ttHRF mRNA^lf? 
I g E^c^ttHRF<D^{Sii^®^^^fflV^tb5 0 
I g Efe#ttHRF©^^Ra$t5fef iLTTIl, #lx.ti:, I gEfe#ttH 

-LIBLfc I g EjS#ttHRF, I g E^#f^HR F CDf^ffi Sr|3§.#"f S^iHn I 
g E#c#t£H R F ©ffMB *m-tZ>ydMte1M.*l&f& Lt V>T ^ £ < % ^ * fcliM 

^$f^uv\ ^Mturi, 0a* wr* mmsst mz-tf, mm, v^m, 
jmis**sk mm k(Dm. &z>w£^mm (Mz-&, mm. ^m, ^tra-^ 
m, y-^^m, -^wom, =^^^m. m^m. t^^m, v^^m. wm, & 

i g E£fc#t£HR y yM^SfB^tfe v s ^o^^M^M 

l-t t-Cfe^tnTV^ 0 Ufc^ot^ IgE«HRF©^^Itt^ 

A^«]^tt N i g E^#ttHRF(o^^pa#-r^#;«^#^r-r5iM^m^ 
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» s 4 ^m?f± (&wmm) izmm-tz&ffi, m^\-£, m^m. wmm 
(id ^ y en w) m&mt£i£&'£-$itiz 0 

tftiftfs-a 3^5,, M#*©SStt-CI^ #J;Lfc?> ^Jl 0-100%. 
U < fi&) 3 0 %~ 1 0 0 -5 o 

±.mm.mm.f&Mn, mmwjm mz-tt. ^i*-^. 

tetm-B-vx, WLt£, mm (m&m, -7 ^jvj*^-^* ^ymz-ate), warn. 
mm.m. ^^±/^ms (y^b^^/^tf), mm. mmm, &m, fetkmrn 
(Dwmmmtvx^ mQ^t^^Bam mm. urn, ifrm&^m) ^ 

I g E^fe#i4HRF^3— Ki-^DNA^fc^T^^ir^^DNA^JilBO^ 
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$j l o oli%tfc5„ 

I g E«St#ttHRFO^Sria*i-54SJSt*fct4I g E«HRF{)1< (4 

#3gPJ3<z>l g.E^#ttHRF©f¥ffl^ia#-r««»K*fcW: I gEfe#ftHRF 
4Ri"5ii:^-C#5o *3&m<DmM1&rfLQtHzm I gE#i#t£HR 

F©f^fflsrffi.#-t-«flfc«*fctt i g E^#tiHR Ft u< nt<Dy?m*ft-rz>%i 
mtffimmmvm^itte, &#*f«u s^/v-k *t£sgi&. ie^> m^-a-^ 

Eft^ttHRFtfD^SrlB.S-rS'teJf lMffi^^-b, 0M33SS5d£O. 0 1 ~ 1 

©77^^MfclilSift (09* INS-lf) ftifk ^y^y^SftJI 
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WVgfcSU JTT-501, MCC- 5 5 5, YM-4 40, GI-2625 
70, KRP-2 9 7, FK-6 1 4, CS-Ollf), a — £ 

lasan (M, #j/y ri;^#-^> $^y h-/K x^yr-ff), 

-/k*7UX#J (Ms ^!)^7 5F, ^y^7i>K> * 

a /« 5 K, b 9 if 5: Fx Tir f^^ir- 5: K, fcf ^ 5 K, ^ V * fcT y K 

m) ^ZKomnj is* y ^ftwi&mffl (Ms w*^y = K N -t-T-^y-K, 5^- 

W ~ K^fcfi^^^/^i/^^^TKfPfe. GLP— is 

•fr^jv^-?*??— t? I VP£W£lJ (Ms NVP-DPP-278, PT-10 0, 
P 3 2/9 8 #10, 0 37=?=^h (M, CL-3 1 6 2 4 3, SR-5861 
1 - A, UL-TG- 3 0 7, A J - 9 6 7 7 , AZ4 0 1 40I), 75!)y 
T^-X V (M, ^7Apyf K*), jfc*jfc^-n i/i/ifrK7T 9 — IflS-W^RI 

(M, ^t^yiii), ifiifi (M, ^-y^^^^ y 7-^MJ> 

^a-^ - 8 - *^77 ^ ^^PI*S«s SGLT 
(sodium-glucose cotransporter) PfiMJ (Ms T- 1 0 9 51) 

ffifcffiVk&W-mmmM k ttfi, T^K-xit7ci£*PfiMJ (Ms h/H'** 
Y (SNK - 8 6 0), ^^-/UU^-ff y Y (AR 1-509), CT-112f), 

&m%mm* (m> ngf, nt-3#), ageps.w#j (m, alt- 9 4 5, 

tvy^y, ^7hW^s N-7st^f7 % /9 Wo5F (ALT — 
7 6 6), EXO-2 2 61), m&mmm^m (Ms hS^K ^Jfe^fe 

3S#J (M, «"^y K#) ^a^tf 

T 1 ^^^^ v^>v^^^^ N a/^^fy, 7};M7^fy > 7;w^ 

-t y ^^^^^*feri-ttte>©ia (M, tb^Atf) #), 
i^£i£##l&*Si&3v^ h y ^y -iry hM&TtfUB £^-r 57^7- 
(M, ^if^^^^— K ^o^^^-bv ^A7^7 , 7-fs 
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&&Mb LTf£> Tis&XTisi'i'WAMWMMtt (09* # ^ b 7* y /t\ 

f7^!)^)> T^^^^V^IUSJtJW (09. niM^^ N *y 
xUvV*^ ->U^TA^m. (09, ^~i?t 0 >\ ~:?a,v> 

xy7^7^^ ^a^A^l^ V^b^^x T^^^^^^^. 

30* »y^— ^ft*3K (09s tA'J^yf*), ^ 3 73*=^f (09* CL- 
3 1 6 2 4 3, SR-58611-A, UL-TG-3 0 7, A J - 9 6 7 7 N 
AZ40 140f), Ktt*««lWJt (09* l^^s CNTF (^#^ 

#£5fe*H^) 3V^h#=y7^^f (09s yf^MJ:/K FP 

L-1 5 8 4 9^) ^S^tf kfrSo 

o^y* ti)f/^;vy!)^ft7 i n^yf), ^-T^K**yW (09s 
v>h\ ^o^y^^K, FHo/^fT^K, tKo^pnfT^K, t 
Ka7/V^f7^h% ^yv?/vtKn^naf7^b\ ^< :x 7 v> K s ?K U ^ 
7v ? K>f^n^7i?Kf), ttT/UK^^n^aSjW (09 s ^fa^nv, 

M)7Aryy^)> mmBL^mmmmm m^n^K ^n/w<^ 

fyx;u*y7 5 K^Mi (09* *n^*y Ky N ^7;^K, >f y^5 K 

4S) % 7/tn\ ^yy/utfK, zc^^y^^ N tri^^K, zf*?~ K* y 

fl:^*ife3Wfc LTte, 09;U3T/U=3r/Wfc#J (09 x t^^o7t^77U\ -f 

»:*tt^4iJ« (09. -^-f h^-r>'^> 7K5 7^^«), 
£t»J (09s t^^y*^* Kisfis^s ?*y—/um), \y^y°"7^y. * 

&^&£9£LT«s 09£tf»£4fc£fctt*W«ffe# (#9> A5 5^7*f K 
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^^-7^dv, 4^/$—xi4*is (i l) ^k rnn-^-^jma^ (Ms mm. 

IL-2, I L— 1 2fc£#$f*LV\, 

p^v^T— ifi?a*^i (Ms >f^K^^^^«) (*t>t-' ^ 7" 
(Cancer Reseachk H4 9#s 5935 — 5939 Ms 1 9 8 9 ¥] s ^p ^ 
XPVfgSlffc (Ms ^7fn^7tf'-h) — 7^ • ' 9 V = # 
^ . ^-i/n p i?— (Journal of Clinical Oncology) N ^1 2#, 2 13—22 
5 Ms l 9 9 4¥)s IPra^ F (Ms y**^* * s ;* p:7°7 5 

K3R*3lBU 7"f7t Ka*>-tbV-/^l^ CfcjRttV^frbfcJblBirlRJtKk 
BtlKftit&^J (Ms x^nf^y^xyif) [^Dfr^^ • v't^t^ • 

- ^i^U— (British Journal of Cancer), |6 8i, 314-3181, 
1 9 9 3#0s IGF-1. fcSVMilfeifcStfcJiiilM-SB^-Cfc 

5TNF-a, LIF, IL-6, tyn^^f^Ml^tSWiif ' 

£ bK, Wfcmmmi&L ALT-?!! «?) s Wftfi^EiiaKfck Y-128, VX853, 
prosaptide «?) s 7*^79 5 >\ 7UP/f!)y, 

ijtTA^A^I (M, 7*hP^K (Ms J**fW^) N T 

■ir^a y U # :/ K(Ms ABT-594) s z^is K-fe y ^S^frSffitHI (Ms 

ABT-627K *y T5: 9 i2^H.«li£ (Ms b7vf», gIttiII(M> ^ 
/Ut^)s GABA^f£f£W)l£ (Ms ^^-O-^^k a2g:#{$:f^lbSI (Ms * 

p~i?^k mmmmm (Ms *w^^)> ^n^-r^^^— € c i&mww. 

LY-33353l)s $t^^H (Ms ^OVf-T^ t"^)s *v^* 7" 7 -if 

(Ms ^/^t-7^/u)s (Ms 7^^7^fy) fci? 
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w mm * re <o ej fern o> & t* <omn ft® m* # b *t s 

Hfc^^jtfeCs mftvmmm, wmitM. m&m, u-ftau m.mm. wmnm 

tKU if = /Ufa U K>\ r^T*^ i/3»s if^^^s *?vb*fe/bn — * s 
W^JirUTfl, Miliry/y, ^fls-K^Zs* ^/Mr/ua — * N ^/bTj^v' 

zt-/u s ri-^jft, f^^nnyi, *y — zfmw^vf b*b5„ 

Wbib5 0 

t lti*> ^!|^«x^t y^hyx^y — /bT ?y, 7 * y ^filUt 
if =;k7/vn- xKy tf =./bt°a y k>\ ^/b/^^-ix^ f/vt^p- ^-f- v y 
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^y^;l/7^n-;K 7i^f/V7/V3-/K ft Fn|ll> y/HfV^#tf^ 

V^»-£\ S# (M^)6 Okg) ^*fU 10 Sfc^^Jric^ (I g E#c#t£ 
HRFO^ffl?r|JB.$-r6#)K) i: LT^IO. 0 1 t^VnU^I 1 0 Omg/kg 
£L<{±^0. 0 lfcV>L*&3 Omg/kg f£S. H^^f * b < (i^J 1 ^ U^J 2 0 
mg/kgffcfi&l 0 1 ^V^LmiH^5^tT^PS#-rtL«J:V\ 

I g E^ttHRFfifffc&'-r V* y >-^WJH^T*fe6^>-C\ I g E#:# 
ttHRFfcit; (£fc«) ^©S^fr, I g Eft#ttHRF^3-Kt5DNA 

*3±l>* ( 3; fete) ^©S^lr^- Ki-SDNAfi-r y ^ftwmw&wvx 

^ y ^MW^JCt ITS, I g Eft#ttHRFt I g Eft#ttHRF 
I gE^ttHRFffclil g E ft#ttH R F St Sr^b $ * 5 ft^ 

(1) I g E^HRFi I g Eft#ttHRFft*i©^tt^ft$*S 

^b-a-fe (r^^^b, r^i? bt£i?) (dx? v —-^yjjm 

I gE^tHRFi: I g E^fe#ftHR Fg^^ic^^-^ti^'M^^S'fb^ 
fcfcttx U) I g EMttHRFttftSr^LTttiWtt (#J?Lte\ T y 
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^K^BHgf*. 7tf /kn 'J «W&rtc a 2+ Mt. IWcAMP^, 

© y c - f o s tf>?£t£>fb, p HoiT^c ^£M1-5f§1*£fcte«J-r 

hk (n) mmmmm&&& ^te^it&m (v^^s, i g E#c#t£HRF§: 

^^T^^^^^b), O) I g EWHRF i: I g Eft#ttHRFSMi 
<Z>^^^r^i-5.jb^. *7cte (^) I gE«HRFi I gE«H 
RFt^t©^^^>^5 fcl^ ft if * fl Z> 0 

Cl] (i) I g Eft#14HRF^©^i^i^tfcI^^ (ii) Ig 

e ^#ttH rfh (o^mw-a «t trntMb-a* t $ *7c^-a- t<Dittfc&n 

t£0^il*mWh-tZ> I gEMHRFi I g Eft#ttHR FgMt©f^ 

If.'mRco^? y-^^ifeJc&V^-Cte. (i) t (ii) <D*§£-fc:*m5. #J 
7L\Z^ I gEMttHRFSffr^tS I g Eft#ttHRF©^t, UUM 

t2) (i) «bfcl gEft^ttHRFlrl gEWHRF»tiffli$ 
itfc^i. (ii) WUfcI gEMHRF^i^iM^I gE#c# 

&HRF^mz.mm£Ttfrm'£-^$5rt% s wmvtci g Eft»RF(Di g 

Eft#ttHRF^Wt5^i^itU tb|?t5^t^f it5 I g' 
E«HRFi I gEfcWi±HRF&®fcb<Dm&&Zmk£&Z><k&V0~£tc 

C3) (i) ^fibfcl g E#c#14HRF$r I gE^ffttHRFSift^tt 

(ii) tlfibfc I g EMHRFfcJ;«^ 
g Efe#ttHRF^^^^i-5»^^fl!fe$^7c^^*3i-t5, 

ufci g E^#ttHRFo^iffliia^Mi-s^*^aij^b, tk^-rs^i:^#m 

i-TS I g E#c#f?feHRF£ I g E^ttHRFg^t <Dff-gH* SrgHfc^iirS 
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[4] (i) gEfefttHRF^I g Eft#i4HRFS«#:^tt 

&m&<Dmmftfc&M£i£1tM'frks (ii) ««Lfci g E0E#ttHRF*3j:tX 

-g^fcrt^ i^ltl g E^#4$HRF<Z>^)&^Mi-5*§^S£PJ;£U It 
ifc-TS^i *mWik-rZ> I gE^HRFi: I gE^ttHRF^i:^ 

[5] (i) I gE»HRFWWtt5M^I gEMHR 
Fgfc^Sr^i-SlBJiafcgEtt^^rfc^i:, (ii) I g Eft#ttHRFSfft 
&i&^bi-5*b^*:i3j;tm*fb^«J«: I g Efe#ttHRF^^tt5i 
J6tH«tt£*fc»£-t:::J3tt^ I g E##tkHR F5*ftH Lfc^JMSIci&tt 

mz.t£, Ty^-^^mmm, Ttf/vn y ^mm. mm^c * 2 *mm. *mi&rt 
mffoftm&K.oVf&tik. c - f o s ©sttft, pHoffiTfcirsMEji-^ssH* 

*fctt«HM-*"*iStt*ir) *rW£U it^i-S* I gEWH 

RFt I gE^ttHRF^iO^tt^fb^^SMfeffcttt©*® 

I g E^ftHRF Ltli, iftfBLfc I g E*#ttHRFHO»^f 

I g Efc&&HRF&m&&femk-FZfc-&V!>t U"CHU 09*^ TCTP 
p21 x TCTP p23. TCTP p 2 6 & if tfS/B V^&*T/S. 

I gE«HRF^tlTlt I gE»HRF^5rttt5t) 
<^fc*ttffa;ft,<0&<z>-C*>o-Ct> J:v^tfS N I g Eft#ttHR F £r^#-*-3*BJfe 

^fic#ttHRF^fcf*^:<D^^^if^3gbTV>5„ 

I g Ef#i4HR Ftt#:Mt5{uli> I g E^ttHRFg»DN 
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DNA£/BV^Tt> «fcV\, I g E^c^tSHR FS^fr^^' — Kf5DNAiK"lril 

A^^^t-f-^^^^a^^/^^^JRi-S^^^fr^^^/^^. (nuclear 
polyhedrosis virus ; NPV) <7>/K y ^ K V ^^n^- — > SV40ft^7 p 
n^e— ^— , 1/ h u ^-f/U^O^in^- — > ^ n f^^-f V7°a ^ — $ — „ 
t h h ->3 y^^n^— s Y*13xi /u^^u^— „ SRa 

XWl CNambi, P. if ' 5*<Y— JVU • ■ ^"O v>#/V • * 

hy — (J. Biol. Chem. ) , 267 19555~19559 M, 1992 ^] ^|B^<D^fe 

Ufc^oT, y— = ^27?£tt::}3V^ I gEMttHRFSt 

HRF^*Tfcott)J:V>L, I g E ft#ttH R F Stfr ^^tt 5 » 

^^©^^!)^=>mi'^T, I g E^ttHR F^gfrSrtf t5 

I g EMttHRFgfft^ft5«i: UTIi, I g E|fe#ttHRFg§ 

U"Ctt. *JjI^ feW^ BIS. 

l^^<^fix5I^©ri:^V^9 0 *IBIiao^#^^ i: LTtt, Potter - 
Elvehjera v 5 ^^ if— TJSWJ&SrJf 17— JJ ^^l/^-^/K 

y fpy (Kinematica f±S!) jg^jSt- «t 5Bfc#> ^U^^UX 
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\C&Z>fi-mm&±t b-rffiV^bttS 0 #J;L{3\ (5 0 0 r pm 

-3 0 0 0 rpm) X*mWm I)l^~10^) it'frU ±if££b^ili 

it (1 5 0 0 0 r pm~3 OOOOrpm) T*il^3 O 2 B#F^it>i> #b 

i: sbis ft m <d y ^msc^im^ e « * <£>Hilj&^ # < It * 6 o 

{4s lM^Sfc^ 1 0 3 ~1 0 s ^T"fc5c7^^$f* b<. 10 5 ~10 7 Wfc 

I g E^ftHRFi I g Efe#ttHRF^^O^tt^fft^t5ft^ 
^il g Eft#ttHR F i: 11^1 Lfc I g E^#ttHRF^gTfc5o 

mm^tzl gE^ftHRFt UTtt, Hl&bfcl gEMHRF, HHsb 
7c I g EtSc#ttHRFTtn^b^^^^V>btl5 0 M;U3* C 3 H], C 125 I k 
C 14 CK C 3B S] ^^T^li^tLfc I g E^#i4HRFfr 2f3S/BV^fr3o 
Aft#Jl-f4. I gEMHRFil g EftfttHRFgf ^i:©^ttl:t 
ik1Sl£Z>1k&m<DXi? y — -V^&frfr? (-{4. I gEMttHRF^M 

itS^tiaU I gE^ttHRFg^IitS, ^y77^tli, pH 
4~10 (StL<l4pH6~8) ©yyi^^77^ M)^-M/^y77 
-Tfeir^I g E #J#t4H R F £ I gEfe#^4HRFS:^^iW^^|Ja*U^V^ 
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CHAPS, T ween- 8 0™ (7E3E- T h 7 **fch &*?h~^* 7***^=*^ 

i?lc«fc5 I g E|fe#ftHRF^I g EiS#ttHRFg»^S)i5l^ 
PMSF, n^-<:/^>\ E-6 4 i^-JJ- YW9tmm . ^7 * 9 1/ i£ X <D 
yafT- ^Pl#^JSrS§iBi-6r £ 1>t?#5 0 O.Olml-lOmI ©fitUir 
7"*— — 5£g (5 0 0 0 c pm~5 OOOOOcpm) (D^libfc I g 
E^ftHRF^BU PJH#fcl 0" 4 M~1 O-'^OWift^W^tS, 
^S^-^S (N SB) Srfti5^*fc^iBSl!lO*aflfc<0 I g E4fe#ttHRF«r 

(NSB) £3IV^fc# h (B 0 -NSB) *• 1 0 O % <t LfcR$\ 

4 (b-nsb) *s N mk.\£, 5 0%KTfc**W:ik<l3«fr*i«rJ&aia#IB*©*» 

I gEWHRFi I g E^tSHRFS^t^-a-ttSrlEftS^S^ 
!^^^ y-c^^-rSJbfB C5] ©:£ifc*:2Sltei-£fc«>fc:W\ 0>J;U£. I gEfe 

w / > h-/vy >-ism£> ftn&M;&£Siu awei© v ^mt, c - f o 

AfrWtctis Si\ I gEft#ttHRF§:^^§:^ , |rt5fti6^ - 7/vf'!}'i/i' 
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»£b-Cte, ?^»<Z>I g E##t£HRFS^#£r^5$H&$c> ^ill 

^fem^, ^mw^ mttm^s »w^^6ai^^^^v^p J ^ 

I g Et#ttHR Ft I g EftfitHR FgMt <D^^M^^^>i^ 
mtitz.te : £<Dm.(D*? V^-ls-rm^y hfe, IgEMtHRF, IgEflfc^ 
SHRFS^ IgEWHRF^^ftSM, IgEft#1tHR 
Fgfft:^tt5»©lPi^^^^tt§t)©^i , X^5 0 

1. y —=-^?~mnm 

Hanks' Balanced Salt Solution (^v^ttM) |C N 0. 0 5 %<D V VJiljtTA' 
©I gEfe#ttHRFf^frl n °D 

I g E<jSc#ttHRFSM4rtft5M I N6|0J3S^> 1 2^7°V-'b^5 X 
1 0 s m/KXBttl^ 3 7°C, 5%C0 2 . 9 5% a i r X 2 0 Ufc © 0 

(Dtlf& I g Eft#ttHRF 

mm<0 C 3 H], [ 125 I], ["C] % C 35 S] ^ifT?til^bfc I g EM14HRF 
(CT 1 MMtC^i"^ 0 
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©I gEfe#14HRFW 

I gEft^HRFSrO. l%VisikmTJ\s-7K^ (V^-vtfcfi) Sr^trPB 

2. aajetsfe 

N6», m^mmmmi m i t2in^Lfci, 4 9o M i^pj^isw^ 

© 1 0- 3 ~ 1 O- 10 M<^iWfc^#l^£: 5 fi 1 tJP^fc^ ^ffs I g E#;#t£H 
R F £r 5 /x 1*P?U mm^X H$l!fIKfS£-£5o ^#m^)^l:^^J5fci6^(i 
fWfc£-^<9tt;fc><9 1 0' S M© I g Efe#1tHRF^5 u lAn^T*3< 0 

f&I g E#c#ttHRF£rO. 2N Na OH- l%SDSt«U 4ml©« 

£U Percent Maximum Binding (PMB) £r#:<D5£-e*4?> £ D 
PMB= [(B-NSB) / (B 0 -NSB)] XlOO 
PMB : Percent Maximum Binding 
B : fefc%:tox.tz.m<Dm 

N S B : Non-specific Binding (^^SWIS^*) 
B 0 : ft^^g 

^-efc«?s Affctfj^tt. U) IgE^ttHRFf»^7h, (a) I g 
E^fHRFgffrTy^^^F, (^) I gEMftHRFi I gEf# 

ttHRFS^irOlt^^ii^-t-^^^^fc^ (-) IgEMftHRFt 
I g E»#ttHRF$f#:i:Og^*»'>^5ft^ftT?fc5, 
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I g Efe#ttHRFgf*W57^^ h*5j;t)*I g E#c#t£HRFi: I 

-2f N I g E^14HRFS:^^^*|-r^T^^^^^ b&Xt* I gE^#tt 
HRFt I gE^ttHRF^i©^^^*^^^^ I g E|fe 
#teHRF^1-5ffMB£P.I.#-r ; 5n i:^-et§©t% ftfilBbfc^ U 

(2) I g E^#ttHRF*fcfi I g E^#l4HRF^fr<^m4£:M;£i3: 

I gEft#ttHRF^3-Kt5DNA*5ir; I g Eft#ttHRF 

^M-fc&'z 1 — F"t"S DN A^rT'o h UTfflV^i. tl^iO, I gEft#ttH 
RFfEfcttl g E^#^HRFS^#:^^m*^^'fb^*5>fb^O^^ U — =■ 

^ttHRFjfcti I g Efe^FttH R F^f fls©mR N AtSrl^t 5 - 1 1 i 
5, I gE^#14HRF^fcttI g E^ttHRFg»MtWb^^5 

MWfc&mz.<£1Z.ftZ> I g E^#14HRF*fc{* I gE^HRF^Wm 
RNAfi£$J£U Jtlft-rSi^^J: ^ I gEft#|4HRFtfcliI gEft# 
<|4HR FSS#©»S*«:Xft$t5^fto^^ y -=y^fe*Sftt5. 
I g E^#14HRF^fcfi I g E^ttHRF$aE*OmRNAt©ai]|ttft 
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(i) iE^fcavMlglS^rVt^fc hn$fHfr*& 7s>K 

m (M, 7^^WNy^i) dbav^r^imiia (0!U KMlM* MIN6M) & 
»feHfcJil**fcff*iX« I g E^#ttHR F JSfcf'i I gE^tHRFgt 
tf N TaqManPCR if <£>^Sfe£rJB V> 5 n t \C £ *3 ^ii" 5 £ fc 

(ii) I g EmHRF^^itSf IW^^L, 

1-^3: ft 5 I gEft#ttHRFg»mRNA%^iiat^i, ffit5' 

hl/^^ifSr-^^S-^Wpi (3 O^Bff—2 4B#P^BU, U < ft 3 0 #itfJ~ 

l 2 B#p B 1 jitf, <fc 9 0^ U < ft 1 B#BBB&~ 6 B#Klflr) t> L < W:— j£B#IWm (3 0^ 
t~3Bt N L < fit 1 B#Ha&~ 2 0ft, ± 5 U < tt 1 H# 2 4 f$H 

— 5£B#lffl£iB« (3O£-ft~3 0ft N U< lil«~2 0*£, J: D » * U 
<f21H#P^~2 4B#^m). iBJaC-tttlS I g EMHR Ft.tcte I gE 
MHRF^OmRNAi^^i, fl?#fi-5 £ t «fc «9 5 - t ^-C-# % 

femmt%m& (i Hm~7 pt, $f^b< in Hft~3 em, «t >?#£l< «2 

0#~3 S?7^«te*ftt-^*^5 I g E{fe#ttHRF^»mRNA 
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*&m<DX? !J- = ^^lfe^ffiV^T#btbS^{i, I gE^ttHRFl 
fete I g E|ic#ttH R FSt#©Mi^^b§*5^ ^tt^Mt^ 5 s 
jyfclftClte, U) I gEWHRFtfclil gE^HRF^tWa 

(fjtif, r^^c^^mmm. r^^/u^y mm^c a 2+ mm. mm^ 
i)firtiei©y ^m<t. c - f o s (D^mt, p hoists if ^^m-tz^^ 

I gEMttHRFffMllWH5^i:(a!), MJ&I|«EH£Sr 

^MJm?&i4^3^$^:5^l«li. I g E^#ttHRF^ft5^ffl (#k 
t-5^ti)5T^5 0T\ WIBUfc-r v*y l^lfc:^ (^^Pfi.*) 
g E#t#f£HR F<D^^M-r-5^K*fc« I g EftWRF-b U< fi^<D 

* ft , ^laMj^tt £ it z ww & tc t±mm mmm^n *mm z^zm 
fejzm, mmm, mmm. itmmmm. ^,mmmm^^<Dmmtm^t>^x 
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(09)ttf, tK 7yK ^It-^s fc^v\ r>-> N * = , -f*. 

*J-#u 3t#£l!i£S^ Strife * if fci gnSM^ - 

-a-x J&# (60kgt IT) ^*3V^Tte. -B^of^O. 1~1 0 Omg N £P 
£L<«$)1. 0~50mg, ct«90^b<«^Jl. 0~20mgffc5 o 

fr^io-ckm&S^ #j;tf:f. &lt3»J ii^r. (6 0 k 

l~20mgil <t 9 & £ L < tt^J 0 . l~10mggS?T#IftMl-<fc!3S 
StD^^-a-T-fcSo tetDSsb^©^^. 60k g^fcD^MUfct^S 

I g E^c#ttHRF^*r-r6trQ^:[is I g E«HRF^Lti^ttlrt 
bTV^©~C\ ^(^iCjoltS I gEMHRFlg^ggKStn^i: 

I gEf#14HRF(7;^f4, 0)Jxf^ tt-g-ife. if-^bW yf-fb&m^tt: 
©i/t^-I6I^ig|»!$*5riiaotttM© I g Eftf^HRF 

(i) I gEWttHRFWS^ (HRFTO ^^*5 itJ««'fb 
£*Lfc I g E{fe#ttHRF^^M^t, mtTifcfclfe&VfcmWifctSh 
fcl g Efe#ttHRF(DSiJ^S:aiJ^i-5 r. t ^mWLt^^mkW.^(D I gE<£# 

41 



\VO 02/22170 



PCT/JPO 1/078 16 



(ii) &timh®.ft±.\Z-7F&4k UfcHR Fftflc*5 £T*«ttfc£*bfcgiJ©HR Fft 
fle <b * 1^B# h 5 V * teigggtfj tcRJfc ^tS-fb&f*: JL^aia^ Ofiltt SrSJ 
^Sr^^i-S^^l 1 ^ i g Eft^tHR f o &ix 

±IB (ii) 0^*fe^*5VNX«s — ^Wtltft^I gEM14HRFON» 
I g Eft#ttHR F l£3?t"3~<5 ^E- y ^ n — •^-/I'^i^Sr^ V N T I gEft#tt 
©F (a b ' ) 2 N Fab\ h 5 V^f±F a b Hf^^/Bl^T t> <fc 

C 125 I], [ 131 lk C 3 H], C 14 C] *^36««v>6,n5o ±IB^m^bT 

^$y-/K /V* J —;um*&&, /WxUy, jv*ytf~\/t£ ifflSJEV^ 
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^iptD I gE»#i4HRF*Sr^*i-*ii:*s-^#S 0 l&iRJ&b 2&Rj&f±j8! 
©JEfftefrfcoTfc. £fc. HgB^frfcoT^ <fcV^LB#lii1£rrb VXftftoXh 

WT? 2 «KK_L <Z>£t#: © 5: m V ^ T t> £ V \ 

1M' 1M yf-mz- £5 I g E^#i4HRFOS!l^l-*5V^-Cf4, 1 JfcjxJfc t 2 
ftSJS^V^bnSHRF-^/^n— ^/V$tflcf4 % I g Efe#ttHRFO^t 

7feR^^«ii^:M(F) t N ^^^^u^^attm (B) b&ftMV 
(B/F&m). b, Fv^tbd>©«si«*sra^Us ytfkm*p<Dftm&&feA't 
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(j&3jfc) (|£^*l^> BgfP6 2*£S5frK r Methods in ENZYMOLOGYJ Vol. 
70 (Immunochemical Techniques (Part A)) N 1*3 11 Vol. 73 (Immunochemical 
Techniques (Part B) ) N IrK? Vol. 74 (Immunochemical Techniques (Part C)) N 
Pllr Vol. 84 (Immunochemical Techniques (Part D : Selected Immunoassays) K 
IrI H Vol. 92 (Immunochemical Techniques (Part E : Monoclonal Antibodies 
and General Immunoassay Methods)) „ P3 iH Vol. 121 (Immunochemical 
Techniques (Part I : Hybridoma Technology and Monoclonal Antibodies)) (£i. 

MS < r. i: 5, 

£b£fi, HRF^?:|^TI g Eft#ttH R F ©II ©iUP^^ffi $ nfc 
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M^UHe, t*£*!flgjR£. ttttttML &Jf^iS, H*iffi, 

mm. << ^ * v i^m.m^ ^^mmm, nmmm. ^^yyrw^-, * 

*fc, HRFtft&te, fcm j $>M.mt£t*<DWi&L&*\C?f$E~}-Z> I gE#c#$£HR 

z>tcmz-®im-r z>fcw>x 7 j*<o<fem^ mm^^m^xD i gE^ttHRF© 

=^ttj. TOJte^l^MtS I gE^#ttHRFCD^i&<^^*T^,if<Dfc«6^'e«-r 
I gEft#tHRF^n-Kt5DNA|i, mZ-t£. — zf t UXf^tS 

ritiij, t h*fcfiiajktt#) (#!J?Lfc£. 9yK ^ywe-j/K W 

M), t^v 5 , £-r s * = s iJvVft^) Jc&tfSI gE 

ft#ttHRF*3-Kt5DNAffclimRNAOSt (itfcc^Mfi?) 4rtfeWi- 

^J^fi> RDNAifcttmRNAOftft, ^^MfcSV^ 
WaSSHfiT^ f^D NAtfc fim R N A Oit^JP & 5 V>tt|H31i@#& ^©atte^ 

g^©y- if v/M^y ^-r if— ^ 3 ^pcr-s s cps (^v 5 

* (Genomics), ^5#, 874~879H (1 9 8 9^), /n^v^y^X- 
• If • 1r*/*~r)V • 7^7*'" • • f^fi^WX • ^ • =l — ^^ou 

— (Proceedings of the National Academy of Sciences of the United States 
of America) , l8 6i, 2766~2770K ( 1 9 8 9 ¥) ) ft k*fc X V MM 
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#astftw$*t/t*-a-tt % Mz-te, mfcffis mmmmm. trh—fx* t^k-v 

£fc N y — ifw^xf^y ^-tf— ^ic«t y i g E&#t£HRF©3§*g.l£T 

i5«IW$^fc#^r±, IE«fx itSflglfiLlE. 2lt^|R % {glfaJtilE, SiiiLffi. 

*m#S. J»I»**&* ^y^pyrw^ >f y*!J y-^ Sottas 

ftfc\ ^JM^^TOiite^ * i/^r^^- • ^ u-^v^ 

(Molecular cloning) KlfBi&£ ftt V^^fefct^o fc. 

UPAC — IUB Commission on Biochemical Nomenclature «k <5 <5 



DNA 



c DNA 



A 



T 



^5 >- 



G 



C 



mRNA 



y yty^t 



G l y 



if 3 iyy 
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A 1 a 




V a 1 




Leu 




I 1 e 




S e r 


: ± V ^ 


T h r 


: ^ u^—ls 


C y s 


: -y^y-A ^ 


Me t 




G 1 u 




Asp 




L y s 


: V v 5 ^ 


A r g 


: T;^=^> 


H i s 


: \z*=3-i?y 


P h e 


: 7x=/V77 = y 


Ty r 


: f ni/y 


T r p 




Pro 


: -fu y ^ 


A s n 




G 1 n 





tmm^ : i d 

TCTP p2 1©7^;WJ^t. 

cia^j#-§- : 2 ] 

TCTP p 2 3©7$7iE5lJ^t. 
[|B?lJ#-5§- : 3 ] 

TCTP p 2 6 <DT % J ^la^lJSr^i". 

[@a?ij#-5§- : 4 3 

TCTP p 2 1 K-T SDN A0)ffi.mWiWk7Flr o 

csa^(i#-^ : 5 ] 

TCTP p 2 3^3-Kt5DNA©ISE?lJ^t 0 
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[@E?lJ#-5§- : 6 ] 
TCTP p 2 6^3-Kt5DNAOtSiB^^t. 

(1) I g E{&ff$kHRF<DtfFm$:m.m-t54k&%lA 1 Omg 



(2)?Uf 



6 Omg 



(3)=i — i/^— ^ 



3 5 nig 



3mg 



2mg 



-fb^A 1 Omg b%W6 Omg^J;^^ — ^X? — ^3 5mg<D^-6^£rl 0 %"£ 
^f-^TK^^O. 0 3 ml (if L,X 3mg) £rfflV\ 1 mm ^ -y ^^(DU^M tt 

^-7>^>?A2mg tti-s-u je$h-5 0 nt>fr%*p>bm*:, mm, -mit?-?^, 

(1) I g E^ttHRF^ffl^PW-r^^-a-^JA 1 Omg 

(2) US 7 Omg 

(3) =i — i/^$r—=?- 5 Omg 
(^■^tfcfV:/^ 7mg 

^#JA 1 Omg ^f7!)y^v^^!)A3mg £: T^gtt^ 7" 0 . 

0 7ml (nT^tt^^^i:b-C7mg) T«fc>ft Lfc^L ftjftb. ?L^7 0mg 

mmm3 

(1) I g EMHRF©^|ra*t5ft^A 5mg 

(2) ^^ 2 Omg 

ik&mA 5mg *5«tt/«2 Omg 3*. Tkttl^T-fel: 2 ml ^i" 
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®mi,mtmmi&nz> 0 
mmm 4 

(1) 1 g Emw&HRFvftm&ii-t-zfc&yoB 



6 Omg 



1 Omg 



3 5mg 



(4) if 



3mg 



2 rag 



fc&QBB 1 Omg k®M6 Omg*5<tt^3 — ^3 5mg <Z>iB£*£ 1 0 %if 
0 3ml (€7fyttT3mg) £fflV\ 1 mm * y S^aOflff&iB UT 

mmm 5 

(1) I g EftfttHR FO^^tt5f^#lB 1 Omg 

(2) %m 7 Omg 

(3) n — >-;*^ — f- 5 Omg 

(4) ^14x^7°^ 7 rag 

(5) ^r7!)yi-?^!)A 3mg 

it&yOB 1 Omg y^^v")A3mg ^pT^x^^^^^O. 

0 7ml i^mErf^^h b-C7mg) T?«S|5fcfc bfc^. ftlfcU ?Uf7 0mg *5£t* 

(1) I g E##ttHRF®ftUB&Wi-«fltfM&B 5mg 

(2) £ffe 2 0 rag 

(3) ^@7K <£-fi2ml 

fc£*B 5mg*5«fct*fe!£2 Omg 7K^Hx.T^fi 2ml £1" 

«„ 6ifiU ^0^Tl-2ml ©T^/^**i-S. T^A'**«U*i 
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&&mzfr, ±|B©mtW4~6^*3V^x fb^Btl/T. TCTP p21, 
TCTP p2 3tfc(iTCTP p2 6lrtfflt5„ 

(1) Hlfc$j1S|- 

ittC5 7BL/6joit;ittC3H/HeNv^X ( 0 Tjc S L C , #153) , £ 

v (b^slc, #153) fcbmw®i*mm^t-<, n^womm, m^^^ 

^©TCTP p 2 1 (DmtVMfefcteM&C 3 H/HeNv«>^i3j;t;C 5 7 

-7?*B$j3*IBJ®|fc (MIN6W «s ftrnkftb-^FffiViM (FCS S 7n 
— tfc N McLean, VA) ^15%, 100 I U/ml ^—iX U ^ 100 m g/ml .X h 

DMEMlriV^t 3 7t. 5%C0 2 - 9 5% air ^Tig^bfCo ft*3s 

fct± i8~23 Mttvymifo&m^ti. 

-r^^my^^^^^^%(OW.m\^ Lacy b O^feKl^o 7c D C3H/HeN 
foSWi C57BL/6 $£fl§«l£ Hank's balanced salt solution (HBSS) 

2. 5mg/ml ©ny^f-^S-l (gffflif^^^ ;*» ^tfHBSSt^ 
^df^.^— iXa ^Ufc 0 $Hbb7cI?M^HB S 400 g s 1 ^(Djg 

3 mfr&ofco *^KUL?ff Srl&l^fc^ Dulbecco's modified Eagle's 
medium (DMEM) Z-XT&>bjfc&&ft ftofc |PI)i^DMEM(DAofcfV 

^^T-C*2/il t°-<^ h^r^^XWv^^^^^m^m 
IlXbfCo ^ilU7cB?7 y^y^aiiDMEMtpf3 7 5%CO z -9 
5% air fcXmmi-tCo 

(2) #CTCTP p 2 lttfa<Dftf&tmmUf®<Dlkm&ffi%£& 

? n.iX— ^^y^fci <9#bft7cTCTP p 2 1 ©N^207^yt© 
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PtftfcTlf TTKfP b % M&fol? 5 ^Kifc^bfc„ Phosphate-buffered saline 

(pbs.) -e ioo ffip^-Rbfc-v^EiirjiLWSrMTbs mt* 20 ^ra»«b^o 

y*^^*ff5fcofc. ±i$©S;TCTP p2lfeifr (100 ffiMfrf?) T% 
l^FFflKi^$-e:fc 0 Hrfrbfcttfctt. ^tdr^^^ll^^t^ I gG F 
(ab') ^flc&Jg'g^-frx Tv't'y • • ^/V^^v'^-f M^ry F 

(Vectastain AB C * * h) £r/BV^-r&ffi bfc 0 I^^FlC, ^F^fi/^M 

C57BL/6"7^ (6~8H«» i^JHI^IttiU 3%*^J|y*« 
-?@J£U /<7 7<f^Ilfc. €lfflbfc*B.l»Sr5 * a h — A^-Cff £ 4 /x 

^ T7^=i-^^^g:^^Ttf-C7RfPb. aKe*T?5#!fliSM*-b£: 0 pbs 
■C 100 fiF*3Rbfc-Y^5E«jfiL»4r«!TU 20 ^IILt*p s^i^S: 

frfeofc. 1 WttW I? ^fctfr (100 ffFSfrS^ SANBI0 Amsterdam. 
Netherlands) £fflV^T, i^T« 2 Bf BBKJCfi: £ itfc D PBSt5^1, 3 0ifei£ 
fft, ~» i 1 1 n - y 5 7 I gG F (ab') 2 %L& (100 ffiMfr*. 

0*7'7v'tA|i s JftjfC) 3r,fBV^T, tfltl . 5 H#|fflKJ& PBSTT 
10 #|HJ, 4[Hl^#bfc 0 ^tlWiU^TCTP P 2lftf (100 

*f0 £/bv>t. ^m-c2R#i?gg:j&£*fco 3E3fci£& % 2& 

bt fluorescein isothiocyanate (FITC) MWztfi. <7 f" 3* I g G F 
(ab') 2 *tfr (100 ffiF#3R N 1t-^*^/W— X*h % Santa Cruz „ CA) Sr/^T, 
1 . 50#IS^JS£it£: o PBSt5^, 3 UlSu^^. PermaFluor™ 
Aqueous Mounting Medium ( 0 — ^^) t'SAb U 1 *- 

(3) JJayiftyMCTP p21 (rTCTP p21) (O^U 
DE^^bfc^S; (^t-t/V-ty^^/P^ (J. Immunol.), % 
161^ 6356) thTCTP p 2 1 cDNA^rWf ty-S- 
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(40 unit) tftS Lt f ty- S - b 7 7 s 

7— &$:Mffi&&. rTCTP p 2 1 *^$Z%k? n t h #7 7 J — X'^U 

(4) mmm. mm, ^^^^^©tctp p2i©ii 

mm VfeW& ZXtm-Mffil*. 2 ni EDTA, 2 mM EGTA, 1 mM 
phenylmethylsulfonyl fluoride (PMSF) :£5=fctF0. 1 mM leupeptin ^-^tP 
pH7. 4CD 100 mM Tris-HCl ^y77 — £t2JH X. "C N t"^ d >-<D/tf .y ^ — "t?*:^ 
v 5 *— hUTCo #bfrfc*^rv^-- b£r 10500 g, 4*0, 15 ^T'it'h L-T. "I 
fe&m&K&mULf^ 35 mm 5/i/^-e^*brcM I NG^^s 2 

mM EDTA, 2 mM EGTA, 1 mM PMSFfe^^O. 1 mM leupeptin 
tp pH 7 . 4 <D 100 mM Tris-HCl y ~7 T — ^DX-T 7 U ^ -^r ^T?^fflJ§a 

b^ 10500 gN 4°c, is ^pg-ear ^bT, Br»tt«eKSr85«Ufc. ;*tV 

# .Mil. 5ml co^r-f * n^-a — ^UHSiRl^ 900g "C 5#fH3:a'kL7c 0 _L?tSr 
jgfcftjfi^-a — :/ (10,000 NMWL filter tube; 5 V tfTtk, Bedford, M 

a) *m^x 50 ^^istb/ei 0 ~*r$x<D>bmkmw>m£. y&fo.L,tc&Lifcn, wsk 

MfflA*) (DBUf-^^Zf^AflX 5000 rpm -CiS'frL, iM^Sr^* ftV^ifrS: 

JSffiUfc^eK (50/* gk jfa.ifr4/iL 50 fel^misfrig&Wi (20 /zl) & 
12%SDS-PAGEtMtx polyvinylidene difluoride (PVDF) 

'te^bfc pvDFi^4%i®5/^*^>'ti^ ^ta-e^a 

y^^U 0.05% Tween 20 Sr^tpPBS (PBS-T) T?i5fe#Lfc 0 &Cl£ P 
lftfitflc (3,000 fgf*3Rbfe$tTCT P p 2 1 £t#) fclfltll^f 
P B S - TX~m&&, 2&Lfofc [6,000 f£«Lfc horse 
radish peroxidase ffittft t> V I gG F (ab* ) 2 ] ( 0 i?.T^*S* Af±, M 
JfC) t&m.Xlt%fflB.J&£lttlo PB S-T-CP VDFfi*«rifc&-& x ^Lfcl 

(5) MI N 6^S*J«tU ? ^-ill¥7^<7 1 VWN^^^^e>C0-l' y V^^COSl^ 
MIN6ttli 15% F C S ^tfil^a^-^^f DMEMcfJ-C 24 ^t*5ct 
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TJ« 96 •Kfys— H£T4 BNJMfK mm^m^tCo 2.8 mM **5j;t* 
15%FCS^tfDMEM(^ittl. SPfFI'f ^^^v'a ^b/c^, 2 
5 mM ^Un — ^ t 15% F C S $r£tf DMEM^J^ tt — XfflWL&U* 

^&ofc$ig<£> rTCTP p 2.1 ^^^Bfil^bPLfciMtili^O^Vl^ 

enzyme-linked immunosorbent assay (ELI S A) 3r b (Vlf^ U 

^fH#7^y/^>'^^fi5^-fo N 2. 8 mM ?;U=i—Xk 15%FCSSrt 
t?DMEMMA*K SJfcofcJR&tfJ rTCTP p 2 1 ©BtlM Xlfc^, 

^^^■feSS^bfCo ^y^a^V3yftt^t3 7TC, 5% CO 2 -95% 

air T-fT&ofco 

(6) #/3iBBfla^*3^STCTP p2 1iei©M 

7 y h*5J:U t *A' i &5' f©#EI|-C*©TCT P p2l!6S©M 
ISiTCTP p 2 l^#&^fc#:t;*^:/n y fjfe^W^fc (HI Do SbW 

P p 2 lS6S©M^*IUTl*bttfc„ 26kDa (DTCTP p21I& 
KJ; ^^a<^^C# V^^] 30kDa (D^eKfiN-glycosylation Sr^ttfcT C T P 

p2i-e*>*. ^^^»*»»t?otctp p2UiW^!Jy©MI: 
t*t*-M3Sia«fei- <t 5 flfefBL-fc,. T C T P p 2 1 M©7y^ 
/^*ft©-Y^* y ^sMfcjtois (/3SWII&) fc3§mL--ci^c (Bi2) 0 *fc. n 

M^J^^^E^m^^^^t TCTP ^^^T^-ffiM/^fe^ftofc^ 

(7) ^l/n^X»,k5i^iJfet'CTCTP p2 1(D|| 
-r^^B¥/3^J^ (MIN6iSa) SMS^' 3 *-* (2.8 mM) ©DMEMfT\ 

1 . 5 I^IB'f ^^a^-'>3 y jSj^n — ^ (2 5 mM) ©DMEMtJ 

IU g^CTCTP p2 1iefi©tftl:!)x^^y^n7f^j;!5 
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m^tz (BI3A) 0 ffi^a — *JW*fltr©TCTP p21V^S:liLfcI^ 
jV^L—^MWifc <£ DMI N6^J&fiKl^**£ftfcTCTP p 2 1 V^/VOt 





ff 3 0%'& 


1 B#P^^ 


2B#BB& 4#|ffl& 


8 R$ffi& 


1.00 


1.6 4 


1.66 


2.0 0 2.1 6 


3.2 4 



TP p 2 l^^tU^tbfc (H3B) 0 



(8) >f !) y t ct I N 6 Mrt©T C T P p2lM^^®Mi 

tesymu IfirtwTCTP p 2 lsaM^x-ftS:*^;** $, h^jc 

jLQmtifftfcm^fr (HI4A. B)„ ^y^yyjpJttu^TCTP 
^ 1 i: Lfci^s >fy^y >-*U*«OMI N63fWflartJt*3»tSTCTP p2 1 
V"<;KDfy v- b * — ^ — flC*^T^*i"o 
OS 2) 



(2 5 mM) 

± y * y viwataa 3o^i 1 aim 2 mmm 4 g#m s 

1.0 0 0.8 2 0.6 8 0.5 4 0.6 2 0.7 4 

[*3] 



$££2k^z2JL (2.8 mM ) 

d>2jJLyMMM 3 0M 18508% 2P#BB% 4P#TO 8_M^ 
1.0 0 0.5 4 0.3 6 0.2 8 0.2 1 0.0 7 
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-^Tm ijarto^MluffiStSTCTP p 2 l©$HB&iMBLfc. (0 

4C) 0 

(9) rTCTP p2 1(a SM I N 6 ftfiJ&<7M y ^$Hfctf>ttlM 
0. 01~2 /x g/ml OrTCTP p21 T-SHfFfSK i/dr^^i— i/ 3 ^LfcM I 
N6iftte^ (2. 8 mM) *X? 1 . 5 ^-^<— is 3 ^ U 

(2 5 mM) (CZSSi&U = — *mWL%: 1 0#Fn1rT&V^ 



-f y (ng//z g protein/h) 



je^ mmmm n 



{g^/l^n— ^ (2. 8 mM) 


0. 160 


0.022 


4 


^^/Ixn— ^ (25 mM) 








- rTCTP p21 


0. 695 


0. 101 


4 


+ 0. OlMg/ml rTCTP p21 


0. 477 


0. 021 


4 


+ 0. 1/x g/ml rTCTP p21 


0. 334 


0. 089 


5 


+ 0. 5/zg/ml rTCTP p21 


0. 215 


0.011 


5 


+ U g/ml rTCTP p21 


0. 211 


0.043 


5 


+ 2y R/ml rTCTP p21 


0. 239 


0.070 


5 


1 n g/ml rTCTP p 


2 1 




5 N 5 . 5 s 9. 




0 1 b#Fb1cd^ ^ y Z/ftmi 
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(ng/ fi g protein/h) 




to 


n 


{S^V^=i — (2.8 mM) 


0. 160 


0. 022 4 


iS^n-^ (25 mM) 






- rTCTP p21 


0. 695 


0. 101 4 


+ 1 u g/ml rTCTP p21, 


3. 5hours 0. 247 


0. 047 5 


t 1 /z g/ml rlLlr pZl, 


b. onours u. <£bl 


U. Uoo 4 


+ 1 u g/ml rTCTP p21, 


9. 5hours 0. 211 


0. 043 5 


+ 1 ix K/ral rTCTP d21, 


13. 5hours 0. 333 


0. 125 5 


£bi-s 1/ig/ml© rTCTP p 2 1 T* 8 H^RB^a LfcM I N 6 mS^^fe? 










t*6] 








*mW&<DJ V^fl: (ng/M g protein/h) 






rTCTP p21 mmtojii& 


2# 


0. 223 


0. 117 


5^ 


0. 719 


0. 121 


10 # 


0. 989 


0. 122 


20 # 


1. 058 


0. 185 


30 # 


1. 241 


0. 255 



^Jifi^f^UcynyiftyfTCTP P 21I6S (rTCTP p2 
1) 7tiiift*roiy K b^v-^ (LPS) ^flALTV>5 (1/xg 

/ml ©rTCTP p 2 1 RftWiiZttlfi 1 0 ng/ml OLPS^til-CV^). r 
TC T P p 2 1 ©'^^jgAL-TV>5 LPStiS & ©"C^V^i £ £r 3 
7^ii) N M I N 6 Ml^^liSK — 235 ffl.<D LPS (S^^tt) (DfegtM*. 

56 



WO 02/22170 



PCT/JP01/07816 



C*7] 



0kW isftt&M (ng//x g protein/h) 



-LPS 




0. 427 


0.324 


0.376 


+ L P S 


(0. 01 m g/ml) 


0. 446 


0. 518 


0. 482 


+ L P S 


(0. 1 p. g/ml) 


0. 618 


0. 626 


0. 622 


+ L P S 


( 1 ix g/ml) 


0. 445 


0. 469 


0. 457 


+ L P S 


(10 m g/ml) 


0. 408 


0. 343 


0. 376 



3; 7c. 200ng/ml O^U BT? 25^, 60 r T C T P p21©fel 

^^/iott rTCTP p 2 1 (0^?V=x — *mWLl~£Z>4 ]) ^ftmftlM 

(10) rTCTP p2 ltiSv^^fiiy^/WNy^i^bc^y^P 

»|J 
(10-1) 

C 3 H/HeN^ WAsr* AZftM iij^/l^ — ^©DM 

EMcf-e s 0.01~1 Mg/ml © rTCTP p 2 1 ^^m&<D^-^( X(Dv l^^f/U 
^y^^ 5 itliDLT 8 ^Fl^^^rfct, X (2.8 mM) T? 1 . 

SUlHy^a^-VaVLfc. cW7yy/WNyxft?rffi^;i/3-7. (2 5 
mM) ©iftft^L, ^Vl^-^ffljmSr lBfP^tT&oTto ft, (g^n-^T 
T'l^F^^^^tLS^^^y^S^S^^Si bfc £fc> ^©FlrTCT 

p p 2 i te^cK^^^jnux^fco ^$^fc-r u yf^&iTi: 
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C*8] 





to am 


t (ng/5 


islets/h) 
n 


ffic^ ;l/n-^ (2 8 mM) 


0. 50 


0. 


14 


5 


ffi^/Wn— 7. (25 mM) 










- rTCTP p21 


16. 35 


2. 


75 


8 


+ 0. 01/ig/ml rTCTP p21 


16. 10 


3. 


67 


4 


+ 0. ljug/ml rTCTP p21 


14. 55 


0. 


75 


6 


+ 0. 5iU g/ral rTCTP p21 


9. 66 


1. 


44 


4 


+ 1 u E/ml rTCTP p21 


2. 02 


0. 


50 


6 



C5 7BL/6'7')^^f)t>#7^'7 5 ^^^^itX > rTCTP p2 
/ml O rTCTP p 2 1 T?®* ©BSIHl&S Ufc^> — ^$iJ^SrtT^V^ l 

C*93 



1 n g/ml rTCTP p21 ^SfltP^ 


4 v v^-i 

TO ^ 


Writ (ng/5 


islets/h) 
n 


1&y;V=L— X (2. 8 mM) 


0. 34 


0. 06 


6 


1^3-7 (25 mM) 








- rTCTP p21 


3.85 


0. 63 


7 




1. 50 


0. 18 


3 


0. 5 Bf ffl 


0. 58 


0. 17 


3 


1. 5 I$fffl 


0. 91 


0. 28 


3 


3. 5 


0. 96 


0. 14 


3 


9. 5 f^ffi 


0. 66 


0. 22 


6 



(10-2) 
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0. 5~2 \x g/tnl <D rTCTP p 2 1 Irtf^t^X©?^^^!^ 5 
tefc«JLT Zmm^m^^t^ t&'fjV^-* (2.8 mM) 1 B#1HH ^=¥^ 
^-iXa^UTto ' — ^ (2 5 mM) ©ig^Ste: 

iStiZJ^*}) yi^SWit Lfc 0 *fc. rTCTP p 2 1 lit 





mil 


(/jU/m gDNA/h) 
Isi n 


ig^/Wn— ^ (2. 8 mM) 


1270 


429 


4 


it^/l-n— (25 mM). 








- rTCTP p21 


1777 


176 


4 


+ 0. 5 a g/ml rTCTP p21 


1612 


135 


4 


+ 1 u g/ml rTCTP p21 


1228 


115 


4 


+ 2 u e/ml rTCTP p21 


1371 


126 


4 



(10-3) 

rTCTP p2 1fc±5>f^!) ^#^SfiMf!/$ 5 *fflM#f-J:5%©T*&VN 

ofc £i\ C 5 7 B^/ Q^^^^h^m^t^wi^-^ ^(OWy^^^^^^ 

^5^&T 1.5 2.8 mM ^Wn-^^tfDMEMt^y^^-v'a ^ bfc 0 

1 NfMW ^^r^^-v^a V^xlbfc^X% lmg/ml ©rTCTP p 2 1 
SHU 30#f£Kl|^D< 1 rag/ml ©rTCTP p 2 1 0#ftTX' 25 mM 

— * Sr tr dmem "C 9 l tif^MW^tz. ($n©®) 0 ^©^s 

7^y/WN>-^^<|r DMEM t?tfe#-L-t rTCTP p 2 1 St>* 2.8 mM ^ 

^3-^^tpDMEM-t?30^F B 1-f ^dr^.^<— a ^ \^1tM (* 1 1 ©d)K 25 
mM (DifjVzi^ DMEM ^'7^^/^^^^ 1 B#Fei!$.M L 1 1©(DK 
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A I/* y V^-^4(ng/h/5 islets) 

tout mmmm 



rTCTP p21(— ) 










U. Zo 


(D 


0. 64 


0. 11 




3. 00 


0. 32 


rTCTP p21(+) 






(D 


0. 73 


0. 14 


(D 


0. 63 


0. 14 


® 


2. 28 


0. 33 


^ip N rTCTP p2l( 


-) 





(i i) ikmmmz£z>^?xmmT*(DTCTP P 2i<Dmm 

24 BtWif&^itfcC 3 H/H e N ? * @ £r 4- £ , ^B#^^PEi^T 
CTP' p 2 1 l/X/^,)i^^yyn-y fMSL, itiMOTCTP 
p 2 1 l^/U-Sr 1 £ IT, m±&(DmmX*<DTCTP p 2 1 U^«Dfi/y b 



mi 2] 


7F-r (m5g 


m) 0 










o. 5wm 




2B#RH 






1HIS 1.00 
20 S 1.00 


1. 98 
0. 75 


0. 63 

1. 06 


6. 36 
4. 67 


9. 75 
3. 22 


0. 73 



C 5 7 B L/ 6-?$^fc s £§0 N 2B#Pb1 (8:00—10:00), 7 0 50© 
^Sr^,' 8 0 g W^t?]lLHU, IMl , 2, 4, 8*5it>'l 2B#r B im^^ 

®) £ffll:fc£tH¥lll^<DTCTP P 2 1i?r'?x^^y7 , p J ,^-cl^U 
^^^HtrO^n^ttOT CT P p 2 1 I— </W£ 1 £ Lt, gMOTCT P 
p 2 1 V^;KDfyv / -(iS$rWT{«I^i~ 0 X — ^ H 2 EEcTj^p^'fit-C^ b 
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it (H6#RS)„ 
«13) 







1BMB 


2 B$ffl 


4B#na 


8 l$ffl 




iff ii 


1. 00 


1.01 


1. 44 


1.23 


0.90 


0. 94 




1. 00 


2.32 


2. 83 


2. 78 


3. 51 


1.68 




1. 00 


5.60 


2. 74 


4. 00 


0. 62 


1. 47 



(1) flt«i«f»5FU0Lft:«z>*Aft#ttSb* 

rTCTP p2K")mMUfi rTCTP p2 1^Sr^tfc 0 
WX©7V^/WNy^| 5^£r 1.5 B#P B ^ 2.8 mM 

4 y*rzi.^<~- ->3 ^LfcH. 25 mM (DjfjV^i — * £-3 if DMEM 1 B#Fb^PJ^UX 
J&ttiSfrbfc'f y >"*£ilJ5£Lfc 0 lM/mlOrTCTP p2 1tt > 1. 5 B^IRI 
2.8 mM ^/U-n — ^^tfDMEMT*^ ^^r^^—i/a ^HlftrE&fclfcAn Lx it! 
^/l/3- ^$U#<^>ra i ba^bT^«E$^:fc D fctft^Ste rTCTP p2 1^fi 



61 



WO 02/22170 PCT/JP01/07816 
C*l 4] 



+ 



ti^A(U g / m l) 



^ y (ng/h/5 islets) 

2. 8mM^^=i— 0.43 

25mM^Vl^=i — ^ 2.60, 2.48, 2.75 2.61 0.11 

rTCTP p21(l/zg/ral) 0.93, 0.88, 1.05 0.95 0.07 

rTCTP p2 1(1 /z g/ml) 1.40, 0.94, 1.25. 1.19 0.19 

+MJ#LffcA(0. 001 /i g/ml) 

rTCTP p21 (1 # g/ml) 2.00, 1.68, 2.47, 1.40 1.18 0.40 

+i»$tfc#A(0.01/ig/ml) 

rTCTP p21 (1 /X g/ml) 4. 30, 3. 60, 5. 40, 3. 40 4. 18 0. 78 

+»»tf:ft:A(0. l Mg /ml) 

rTCTP p21 (1 /z g/ml) 4. 85, 3. 05, 3. 65 3. 85 0. 75 



(2) 3ff§£*fP^^£5ftSf£r TCTP p21 
C 5 7 B L/6-^?*Ji>£>#$i Lfcfl?7i'<5^^V;*^£r/8V^ «TC 
TP p 2 1 ^tS^AOWtt^SlSLfc. »fJ|ia-b->f X0 7^/Wn^ 
5 {^Sr 1. 5 B#Pb1 2.8 mM ^Vn-^Sr^tfDMEMt^ iXa ^ L 

fc#, 25 mM O^va- * &r^tf DMEM t? 1 H$fflj|t|]ft LT^Ctti * tlfc-f U ^ 
S^a0^bfc o 3yhn-;i/i:LTiEg!7t^I gG 1/xg/ml £JBV^c c 

%m 1 5 ^^i~ 0 
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»15) 



gift 


4 U ^#«fcfl:(ng/h/5 islets) 
















0. 38, 


0. 50, 0. 24, 


0. 40 


0. 10 




0. 43, 


0. 53, 0. 32 






25mM^/W=« > — X 


3. 58, 


3. 13, 3. 63, 


3. 24 


0. 36 




3.60, 


3.65, 2.80, 








3. 25, 


2.90, 3.72, 








3. 15, 


2.70, 2.75, 








3. 25 








ff^5tffcA(l/i g/ml) 


3. 60, 


4.70, 4.75, 


4. 59 


U. (o 




4. 30, 


3.60, 5.40, 








3. 40, 


4.33, 3.60 








4. 40 








Normal I gG ( 1 g/ral) 


3. 60, 


3.65, 2.80, 


3. 24 


0. 39 




2. 91 








IgtfU Normal IgG {4 N 


I gGW 0 
















(1) — ^JW*^ 


i5MIN6»b©TCTP p2l! 


mm 



-rtrxBetomvamm is%(fcs. ^n-tt, 

McLean, VA) „ 100 IU/ml ^—isV ^ 100 mg/ml * fV^f-r^v'^ 5 mM 
2-pf/V^^ h^^y— /V^«tT^25 mM ;* Sr^tf DMEIi SrflfV^T 37t^ 5% 

C0,-95% air l£-Cig*Lfc 0 fc*3> HBfcfcW: 18-23 ^O^flS Srffl V^c D i <D 
MIN6 Iffll&S: 2. 5, 5, 10, &TJt 25 mM (D-iTsV^r- ^WkM^ 4 P£RSUt*U N JfcT C 
TP p 2 l^MVvfc^x^^y^Of hMW^TCTP P2 1^ 
;u£«L7c 0 -tOjfe*. MIN6 JfojEtt^^*©^:*— **SfcttWbT, 
TCTP p2 1^i«Lfc (H 7) 

(2) ^iwafcRt^M^^ j:5Bfmm^b©TCT p p2iis 
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(2-1) 

— BfeffrftSiirfc. C57BL/6 Mtik-rtx (12-16 mtb)*£$kaS> J r&m^X 3g/kg 
flcfiO^a-^&Hrtft-S-U WWtflWIIIMLtTCTP p 

T'&I^CDiy^&ff&ofc (09), ^O^l, MIN6 JJBja-C»a?>6>ixfci:lRl*»c % 
•7>)x|^;i,3-^^ipS4t5t, P«ajjfeT?tt 30 #£*F*3fc: 1 ~2B#(HI&fc 0 
-^it^-iittOTCTP p 2 1 ©fl^as®* b*K ;i;jx^— gcUTlfo.'PO 
TCTP P 2 1MH^U. *&^&»-£1-5.fc9«£ 

*ff3&fe J &fc*^J;"3aftVN|»jSa»*3«ttJ«iL^©TCTP p 2 1 v^i^to^^ 

(2-2) 

— Hfe|ftA$*fc C57BL/6 (12-16 I^)tTCTP p 2 KD^ftltft 

(*tft:A) fc£VMiIE?i?<>1^ IgG £r 0.8 mg ©BaffiftS-S- Lfc„ 2i$F B 1it 
2 g/kg MO^/Va- ^Srflgie^lSl-^b-ClflLjSttt 1 ^^ V ELISA feT? 

SSJtbfc. ^<D^^ *fP^«rift4--t-«i:. jSOi^-^S^fc 30. 60. 120 # 

(2-3) 

— titti&'k&Tttil C57BL/6 -r^Ol»rTCTP p2 1 30 us Sr^t? 
50 ju 1 fcSVMi^S^ifiTK (if— ^/w) 50 fil^4U itti^ 
2 g/kg ^ IT 30 fttevj^xv isR&itoLffim&ffl 

£L7c D ^(D^*. rTCTP p 2 1 f±^3^^^4l' iS'f 
«r**H:*WHU jfiL^§r*S^±#^^rfc (0 1 1)„ 
(3) rTCTP p21t«t5^^ , ;y^Mf^ 

2. 8 mM «fcTJ* 15%FCS £^tf DMEM T? MIN6 1. 5 H#|?SK ^ 

^^_cy g 25 mM Jf/U=i — ^t 15%FCS £^ip DMEM L T iij ^ 

SU=i-xmWt.%ftteitc e My^=*~-xmWL30£rm\Z l (igOrTCTP p2 

2mmmznm>t>m rna ^mtTs rt-pcr &aM7^f^f/n^y 
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(D^m. rTCTP p 2 1 teiTVl^-^iM^ <fc 5 MIN6 MtifofrbV'f V V 
#$&£:Pl#Lfc;e>^ rTCTP p 2 1 fi-f y mRNA O^I&Klta^b&R 
#£-f (gI12) x iBfl&rtO-f y ^S^^k?r#x.^V^r. i^fe (013), 
J is*}) l/ftW>m&$:$a. : g-tZ> t^Z-bftfc 0 Ijlttmean ± SD, n=4 G 

(4) tctp p 2 liM^mt- cts-r^y ^^im 

thTCTP p2 lcDNA SrM^ii/ufc pcDNA3. 1 ^^^7^5: K*<** — * 

ft r± pcdna3. i * 5 K"«* * - sum & » ^-^tt y *° y- a 

(lipofectoAMINE)lfe-eMIN6)NB^^^AbTCTP p 2 1 £iiPJ3£^ -< 
y^ — O^fc^lALfcMt TCT P p 2 1 SriifUISm^^rfc^Bfla^iS^^^ 

-<^^-©^^^ALfcM (i^©^^^-) iTCTP p 2 1 3ri®f!l3§ 
^.^iirfciiM (|14©TCTP) ©TCTP p 2 It ^ 

h8sT?tifc»u ^ti^<Dmm(o^ ^*y ^frmm&itm-i-zt. tctp P 2 
i ^i&mmnvtzm^xn^ v ^$rmm&m&i<t^ cai 4). ttri mean 

± SD, n=6 0 
( 5 ) mS^CO TCTP p 2 1 u^vmig. 

16 MU<D%£te. C57BL/6 10%? 7P = — *7k£r 2 4 aWHfcTK 

ifc. L N iifcpOTCTP p 2 1 W;H:^xx^ y^p y fftflSLfc, ■£ 

10-1 5%*i^PUfc-^^^t?f±^)3I^F® TCT P p 2 1 W</^_h#L7t (HI 1 5). 
(6) TCTP p 2 1 tpfp£t#fc X.Z-O'XV ^*5±t5lflL«|l^^</K^S!I^ 
lOX^Vua — .xtKS: 4^lfc7k£it7ttfitt C57BL/6 ^#*&3tlEI«££*;/tgU 
^hU 8:00 A>blftA«rH!ttb loji^a — ^7K*>*ji*^4fe^/t:„ >Pfn#L{£ (fg 
IgG ST" 0. 8 rag) £fc«:lE?i?y-^=¥ IgG (0. 8 mg) ^MMl, 4 N 7 H#|ffl 
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-e^^^^b^T^bfCo -fiSJimean ± SEM T?ttc L fc c >• h P — /HgG 6 

tTCTP p 2 1 ^fp^srs^i-s^^m^-r^^ y ^*«**fcnwpb (ia 
i6), QmrnskWh^mzfeTistz. (in), n essi^iai 7 \as^x, 

(7) »©GK7^ flkf^TCTP p2lMH 

GK (Goto-Kakizaki) 7 5'^i :3 ^^c -^7 y h <E> 3 31fp<7^)WlfiUi£:$j 
fctTCTP p 2 lM^lV^T>)x^^y^a^ hfe-C'M t©TCT 
P p 2 1 SrSfl^bfc GK 7 y M3\ Wistar i7->h (Jcl:Wistar 7^) 
SP*fAffiW»(OGTT)SrffJtevv »«Fl6©^9y h«r»tfeUs ~ 

t K £oT5fe££*XfcS*&38!efcr^*5*7 s /l'9 y bt'&5 (Goto, Y. et al., 
Spontaneous produced by selective breeding of normal Wistar rats. Proc. 
Jap. Acad. Ser. B5l: 80-85, 1975) „ GK 7 y V X*fe 3 3!§&«fc X) TX'fc 30 kDa 
©TCTP p 2 1 *^if^^U-CV^fc 0 3 S 12, 20 M$p<D 6K5y = 
^77 h-etL^H 4 ES-fo|s]mo^-&T*Jin.tf tpOTCT P p 2 l«r8jj£U "7* 
^v- ^-^ittfc-t:* GK 7 V hf4=«^ hP- As*7 y M^ifc^x ^fll 

SlOTCTP p2li^ 3M^T-f4 3.6 ± 0.5^ (mean ± SD, n=4k 12 51 
S^-t?}* 2.2 ± 0.5f£(n=4K 20 Sfi^T'fi 2. 3 ± 0. 4 f& (n=4) tt^foW® tt 

I g EiS#ttHRF©#I?rll§t5feffi^ JJ ^$Hfc{EiiSU «fR#§^ 

*ttJ«f± N 0*-CWJH*ixfc«p0 2 000-28015 3&gfi|<t L"C*5 D . 
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^c*H-5#t#\ (Di g E^ttt^^^^WBfroWaiS, ®i gE 

4. i g E#c#t£t** 5 yfttilS^ ^ffiiill eiT'fo SUM i ~ 3<o 

5. i g EMftt x ^ > yistHiB^ ^tiiiifii p 2 i , mmM&ms 

10. RifLfW-^LT. I g E»#ttfc^^ 5^&tfiH-?of^fflSr|8i.*i-5 

11. "$?LI!i#JK:*tLT, I g E^#14tx^ $ vScmH-T-ot^ffiSrM-t-S 
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13. ^V^y ^^^jgHi-5^S^I»-f&^J«r^5t-t-5fci?)<D I 

14. ITOil^*. trh^fx* TSsV—fx* Jt^tfStt&l*** *S^#§W^ 
*»#5«Bl^s ?KflMifiL3m. &J§#tS> HflSfi^fcttlH*^©^ 

15. ^m^O^K • f^^J^^oti' ; 5fcJ6<D I g Eft#tt«^«B 
t 5 yfeffli^Og^T^s^ K d> I g Efe^ttt $ yftWB^F© 

*«i 6ia«^^i]o 

is. i gE^ttt^^^^tma^^ffi^wiSseHT'fcsit^i 

19. I g E<fc#tet** 5^ifcfflB^*sffiaMSS&»p 2 i % M^MM 
fifp 2 3^fcfiJ3t3»KSS&Kp 2 6-C£><51»5fc3Sl 6 3EfcMtl 7lB*oC9£iJ 0 

20. -o-^v ^mm^m^m-t^^B^m • ^tfc5»*si 6ia 

2 1. i«ifajm, 2SiI^, fetiaMm, iiiifnJE. $£&#§#&tt$s it 

22. RtfL»1&^U"C, I g E##ttt** 5 yftBH^tfctt*©^* 
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23. m^mm^vx, i g E^#ttt^^^^^tHH^^fc«^©^^ 

24. y ^»j^^^iai-6^m©w • \&nn*Wfe-trz>*L#><D 1 

2 5. JESS, itiJJgifoJm, 2itl^, &j!h.8r^ ifhifiijE, ttmffittfeMs *S 

2 6. I g E#c#<|4fc** 5:^^{±JH^*5J:t>* (*fcf±) IgEMkX^ 
2 7. I gEft#ttt^?5VjScWH^3-mDNAj3j:t; (tfctt) I 

2 9. I g E&^t** 5 yltffiS^^^- Ki"5 DNA*3«fcTJ? (*fcfi) 

3 0. 6 £ fete 2 7UWL<D*? y — -^^&*fctt»^3®2 8 £fc 

Ho 

3 1. S»*3S2 6*/tf±2 7SB«©** y — =V^#fe£fcttfit3fc3g2 8 £fc 
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3 2. ^^P^5>*fcfl«»J-e 3 1|B«0E3I 0 

3 3. KfRSSOT-R • t&»J-efc 5B»*«3 lIB^O^Ho 

3 4. Bj|$Ltt4*fc:*tLT. »*12 6*fcfi2 7fBf&©** P — =^#Ss* 

fer±W^2 8 ;£ fete 2 9|2m©^^ J-s^ffl*? ^S^ffiv^■C#6>^^5 5-f 

fcttl»*3lC2 8 ;£ fete 2 91B«»^^ U-=y^^y N^V^T#?)H5 

3 8. I gE^ttt^^^^JfeWH^^a-Ki-SDNA^r^i-SJl^Sr 
3 9. I g Eft#ttt^^ 5: >-£fctfi0^£=* — Kt5DNA*ffiV^ - t 



70 



WO 02/22170 



PCT/JP01/07816 



H1 1 



A. 



•30-kDaTCTP 
•26-kDaTCTP 



■ * » ff ii * * & m 



B. 7^h 



30-kDa TCTP 
26-kDaTCTP 



S3 IS BIS & 181 B§ fig IS 
IS 



C. ^HHEyh 



30-kDa TCTP 
26-kDa TCTP 



W * * IF 



& 1$ # » B 
® SS S3 
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mz 



insulin insulin + TCTP 



TCTP 



g]3 

A. MIN6$BflSrt 

0 0.5 1 2 4 8 (h) 




26-kDaTCTP 



b. mm±i 



0-1 0-2 2-4 6-8 (h) 



30-kDaTCTP 
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^4 

A. MIN6Sffijfert (25 mM ^zi-x) 

-f>XU> (10 nM) 
0 0.5 1 2 4 8 (h) 




26-kDa TCTP 



B. MIN6*ffljfert (2.8 mM #)\,7\-X) 

<4>*V> (10 nM) none 



0 0.5 1 2 4 8 2 4 (h) 




-•-26-kDa TCTP 



C. igm±m (2.8 mM {f)^-X) 

^>X'J> (10 nM) 
0-1 0-2 2-4 6-8 (h) 




30-kDa TCTP 
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MWSTD 0.5 1 2 4 (h) 

(kDa) . ■ _ 

31- ' \ _ _ TCTp 



14— 
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b. m 



mtmtB&t (h) 



B'J 



31- 
14- 



■MS- . 




c. m 

StRtttt (h) 



2 2 4 4 8 8 12 12 



a g; s ry. -=^^= TCTP 
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^7 



2. 8 5 lO 25 



TCTP- 




Mr(K) 

h3i 



-21. 5 



H8 



8 (h ) 




TCTP->- : 



«+30-kDa 
TCTP 



6 8 12 ( h) 




TCTP* - 



i-30-kDa 
TCTP 
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HlO 




>f)l,Zl— X&5.'&(0$fm (min) 



H11 




^Ua-X(mM): 2.8 25 2.8 25 
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HI14 



V T 




<f;uzi-x (mM): 2.8 25 2.8 25 
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1 5 



Normal 2wkshigh 4wkshigh 
chow glucose glucose 



30-kDa 
TCTP 




16 



H17 




-D-jEW-JIMrlgG 

—i r 

4 10 



110- 



m 
M 



100- 



90- 



80- 




T- 
0 



I 

4 



— r 
10 
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<110> Takeda Chemical Industries, Ltd. 

<120> An Insulin Secretion Inhibitor 

<130> 09415 

<150> JP 2000-280153 
<151> 2000-09-11 

<160> 6 

<210> 1 
<211> 172 
<212> PRT 
<213> Mouse 

<400> 1 

Met He He Try Arg Asp Leu He Ser His Asp Glu Leu Phe Ser Asp 

15 10 15 

lie Try Lys He Arg Glu He Ala Asp Gly Leu Cys Leu Glu Val Glu 

20 25 30 

Gly Lys Met Val Ser Arg Thr Glu Gly Ala He Asp Asp Ser Leu He 

35 40 45 

Gly Gly Asn Ala Ser Ala Glu Gly Pro Glu Gly Glu Gly Thr Glu Ser 

50 55 60 

Thr Val Val Thr Gly Val Asp He Val Met Asn His His Leu Gin Glu 
65 70 75 80 

Thr Ser Phe Thr Lys Glu Ala Tyr Lys Lys Tyr He Lys Asp Tyr Met 
85 90 95 
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Lys Ser Leu Lys Gly Lys Leu Glu Glu Gin Lys Pro Glu Arg Val Lys 

100 105 110 

Pro Phe Met Thr Gly Ala Ala Glu Gin He Lys His He Leu Ala Asn 

115 120 125 

Phe Asn Asn Tyr Gin Phe Phe He Gly Glu Asn Met Asn Pro Asp Gly 

130 135 140 

Met Val Ala Leu Leu Asp Tyr Arg Glu Asp Gly Val Thr Pro Phe Met 
145 150 155 160 

He Phe Phe Lys Asp Gly Leu Glu Met Glu Lys Cys 
165 170 

<210> 2 
<211> 172 
<212> PRT 
<213> Human 



<400> 2 

Met He He Try Arg Asp Leu He Ser His Asp Glu Met Phe Ser Asp 

15 10 15 

He Try Lys He Arg Glu He Ala Asp Gly Leu Cys Leu Glu Val Glu 

20 25 30 

Gly Lys Met Val Ser Arg Thr Glu Gly Asn He Asp Asp Ser Leu He 

35 40 45 

Gly Gly Asn Ala Ser Ala Glu Gly Pro Glu Gly Glu Gly Thr Glu Ser 

50 55 60 

Thr Val He Thr Gly Val Asp He Val Met Asn His His Leu Gin Glu 
65 70 75 80 

Thr Ser Phe Thr Lys Glu Ala Tyr Lys Lys Tyr He Lys Asp Tyr Met 

85 90 95 

Lys Ser Leu Lys Gly Lys Leu Glu Glu Gin Arg Pro Glu Arg Val Lys 
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100 105 110 

Pro Phe Met Thr Gly Ala Ala Glu Gin He Lys His He Leu Ala Asn 

115 120 125 

Phe Lys Asn Tyr Gin Phe Phe He Gly Glu Asn Met Asn Pro Asp Gly 

130 135 140 

Met Val Ala Leu Leu Asp Tyr Arg Glu Asp Gly Val Thr Pro Tyr Met 
145 150 155 160 

He Phe Phe Lys Asp Gly Leu Glu Met Glu Lys Cys 
165 170 

<210> 3 
<211> 172 
<212> PRT 
<213> Mouse 



<400> 3 

Met He He Try Arg Asp Leu He Ser His Asp Glu Leu Phe Ser Asp 

15 10 15 

He Try Lys He Arg Glu He Ala Asp Gly Leu Cys Leu Glu Val Glu 

20 25 30 

Gly Lys Met Val Ser Arg Thr Glu Gly Ala He Asp Asp Ser Leu He 

35 40 45 

Gly Gly Asn Ala Ser Ala Glu Gly Pro Glu Gly Glu Gly Thr Glu Ser 

50 55 60 

Thr Val Val Thr Gly Val Asp He Val Met Asn His His Leu Gin Glu 
65 70 75 80 

Thr Ser Phe Thr Lys Glu Ala Tyr Lys Lys Tyr He Lys Asp Tyr Met 

85 90 95 

Lys Ser Leu Lys Gly Lys Leu Glu Glu Gin Lys Pro Glu Arg Val Lys 
100 105 110 

3/5 



WO 02/22170 



PCT/JP01/07816 



Pro Phe Met Thr Gly Ala Ala Glu Gin He Lys His He Leu Ala Asn 

115 120 125 

Phe Asn Asn Tyr Gin Phe Phe He Gly Glu Asn Met Asn Pro Asp Gly 

130 135 140 

Met Val Ala Leu Leu Asp Tyr Arg Glu Asp Gly Val Thr Pro Phe Met 
145 150 155 160 

He Phe Phe Lys Asp Gly Leu Glu Met Glu Lys Cys 
165 170 

<210> 4 
<211> 516 
<212> DNA 
<213> Mouse 



<400> 4 












atgatcatct 


accgggacct 


catcagccat gacgagctgt 


tctccgacat 


ctacaagatc 


60 


cgggagatcg 


cggacgggct 


gtgcctggag gtggagggca 


agatggtcag 


tagaacagag 


120 


ggtgccatcg atgactcgct 


catcggtgga aatgcttccg 


ctgaaggtcc 


ggagggcgaa 


180 


ggtaccgaaa 


gcacagtagt 


caccggtgtt gacattgtca 


tgaaccatca 


cttacaagaa 


240 


accagcttca 


caaaagaggc 


ttacaaaaag tacatcaaag 


actacatgaa 


atcactcaaa 


300 


ggcaaacttg aagagcagaa 


accagaaaga gtaaagcctt ttatgactgg agctgcagag 


360 


cagattaagc 


acatccttgc 


taatttcaat aactaccagt 


tttttattgg 


tgaaaacatg 


420 


aatccagatg 


gtatggttgc 


tctcctggac taccgtgaag 


atggtgtgac 


tccattcatg 


480 


attttcttta 


aggatggctt 


agagatggag aaatgt 






516 



<210> 5 
<211> 516 
<212> DNA 
<213> Human 
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<400> 5 

atgattatct accgggacct catcagccac gatgagatgt tctccgacat ctacaagatc 60 

cgggagatcg cggacgggtt gtgcctggag gtggagggga agatggtcag taggacagaa 120 

ggtaacattg atgactcgct cattggtgga aatgcctccg ctgaaggccc cgagggcgaa 180 

ggtaccgaaa gcacagtaat cactggtgtc gatattgtca tgaaccatca cctgcaggaa 240 

acaagtttca caaaagaagc ctacaagaag tacatcaaag attacatgaa atcaatcaaa 300 

gggaaacttg aagaacagag accagaaaga gtaaaacctt ttatgacagg ggctgcagaa 360 

caaatcaagc acatccttgc taatttcaaa aactaccagt tctttattgg tgaaaacatg 420 

aatccagatg gcatggttgc tctattggac taccgtgagg atggtgtgac cccatatatg 480 

attttcttta aggatggttt agaaatggaa aaatgt 516 

<210> 6 
<211> 516 
<212> DNA 
<213> Mouse 



<400> 6 








atgatcatct 


accgggacct 


catcagccat gacgagctgt tctccgacat ctacaagatc 


60 


cgggagatcg 


cggacgggct 


gtgcctggag gtggagggca agatggtcag tagaacagag 


120 


ggtgccatcg 


atgactcgct 


catcggtgga aatgcttccg ctgaaggtcc ggagggcgaa 


180 


ggtaccgaaa 


gcacagtagt 


caccggtgtt gacattgtca tgaaccatca cttacaagaa 


240 


accagcttca 


caaaagaggc 


ttacaaaaag tacatcaaag actacatgaa atcactcaaa 


300 


ggcaaacttg 


aagagcagaa 


accagaaaga gtaaagcctt ttatgactgg agctgcagag 


360 


cagattaagc 


acatccttgc 


taatttcaat aactaccagt tttttattgg tgaaaacatg 


420 


aatccagatg 
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